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accompanied by a copy of each pr 

1. Basis of the report 



This International Search Report consists of a total of 

m it is also accompanied by a copy of each prior art document cited in this report. 



. sheets. 



^ k'ut/iority ""^""^ °" ^^^'^ °* ^ °' ""^ international application f.mlshed to this 

^^cS'^ZZl'^LV^^^^^^^ -PP-'-tlon, the international search 

□ 
□ 
□ 



contained in the international application in written form, 
filed together with the international application in computer readable form, 
furnished subsequently to this Authority in written form, 
furnished subsequently to this Authority in computer readble form. 

Im^rfalforlpXtfo^^^^^^ K?umishr "''"^"'^^ ^ "^^^^ 



'— ' fumfshLd"^"' '^^ information recorded in computer readable form is identical to the written 

Certain claims were found unsearchable (See Box I). 
^' CH ^"**y invention is lacking (see Box II). 

4. With regard to the title, 

Pn the text is approved as submitted by the applicant. 

Q the text has been established by this Authority to read as follows: 



sequence listing has been 



5. With regard to the abstract, 

Pn the text is approved as submitted by the applicant. 

□ wifh!n nn^^t.^n?h f ^^^^^ according to Rule 38.2(b). by this Authority as it appears in Box III The apDlicant mav 
within one month from the date of mailing of this international search report, submit comment^ to\his Auth^^ 

The figure of the drawings to be published with the abstract Is Figure No. 

□ as suggested by the applicant. [X] Noneofthe figures. 
I I because the applicant failed to suggest a figure 

because this figure better characterizes the invention. 
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Box I Observations where certain claims were found unsearchable (Co ntinuat.on of item 1 of first sheet) 

This international Search Report has not been established in respect of certain claims under Article 1 7(2)(a) for the following reasons: 
1. Claims Nos.: 

because they relate to subject matter not required to be searched by this Authority, namely: 



2. 2] Claims Nos.: 8-11, 13, 14, 16 and 17 (all partly) 

an owf nt'llfi't *° International Application that do not comply with the prescribed 

an extent that no meaningful International Search can be carried out, specificklSr' ^"^^"^ 

see FURTHER INFORMATION sheet PCT/ISA/210 



requirements to such 



I I Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the ! 



I second and third sentences of Rule 6.4(a). 
Box II Observations where unity of Invention Is lacking (Cont inuation of item 2 of first sheet) 

This International Searching Authority found multiple inventions in this international application, as follows: 



^ ■ n se'krchable cl^^^'"°"^' ^^'''^ ""^^'^ P^'** aPPBcant. thi: 



this Intemational Search Report covers all 



not invite payment 



□ 



Remark on Protest 



I I """^^ additional search fees were accompanied by the applicanf s protest. 
I I protest accompanied the payment of additional search fees. 
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Claims Nos.: 8-11, 13, 14, 16 and 17 (all partly) 



A meaningful search could not be carried out on the basis of claims 8-11 
13, 14, 16 and 17 as such, as their subject-matter is too vaguely and 
indefinitely defined due to the use of an imprecise wording. 
Nevertheless, a search has been carried out on the basis of the said 
claims assuming that the (i) claimed compositions were compositions for 
regulating the immune response (see description page 2, lines 1-19), and 
(11) the molecule, antigen and polypeptide referred to in claims 8 11 
and 13, respectively, were to be delivered to dendritic cells (see' 
description page 10, lines 8-14). 

The applicant's attention is drawn to the fact that claims, or parts of 
claims, relating to inventions in respect of which no international 
search report has been established need not be the subject of an 
international preliminary examination (Rule 66.1(e) PCT). The applicant 
is advised that the EPO policy when acting as an International 
Preliminary Examining Authority is normally not to carry out a 
preliminary examination on matter which has not been searched. This is 
the case irrespective of whether or not the claims are amended following 
receipt of the search report or during any Chapter II procedure 
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vol. 17, no. 2, February 1998 (1998-02) 
pages 143-148, XP002101999 
ISSN: 0277-8033 
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figure 3 
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^a"^''y members are listed in annex. 



' Special categories of cited documents : 

"A" document defining the general state of the art which is not 
considered to be of particular relevance 

•E" earfier document but published on or after the international 
filing date 

"L" document which may throw doubts on priority claim(s) or 
which IS cited to establish the publication date of another 
citation or other special reason (as specified) 

"O" document referring to an oral disclosure, use, exhibition or 
other means 

■P" document published prior to the international filing date but 
later than the priority date claimed 



r later document published after the international fiiing date 
or priority date and not in conflict with the application but 
cited to understand the principle or theory underiying the 
invention ' 

"X" document of particular relevance; the claimed invention 
cannot be considered novel or cannot be considered to 
involve an inventive step when the document is taken alone 

"Y" document of particular relevance; the claimed invention 

cannot be considered to involve an inventive step when the 
document is combined with one or more other such docu- 
ments, such combination being obvious to a person skilled 
in the art, 

"&" document member of the same patent family 



Date of the actual completion of the international search 
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Name and mailing address of the ISA 

European Patent Office, P.B. 5818 Patentlaan 2 
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page 7 
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US 5 455 031 A (CERIANI ROBERTO L ET AL) 
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vol. 16, no. 7, July 1997 (1997-07), pages 
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the whole document 
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International application No. 
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FOR FURTHPS Ar^Tinw Notification of Transmittal of International 

i-UH FURTHER ACTION Preliminary Examination Report (Fomi PCT/IPEA/416) 



Intematlonal filing date (day/month/year) 
23/11/1999 



International Patent Classification (IPC) or national classification and IPC 
A61K38/00 



Priority date (day/month/year) 
24/11/1998 



MAY 0 2 200J 



Applicant 

INSTITUT NATIONAL DE LA SANTE ET DE LA REC.et al. 



TECH CENTER 1600/2900 



' ji^S^^^^^ ''-''-^ tional Preliminary Examining Authority 

2. This REPORT consists of a total of 8 sheets, Including this cover sheet. 

^ L'lYamen^f.^ ANNEXES, i.e. sheets of the description, claims and/or drawings which have 

fcfrp ^^^'^ ''^P^'^ ^"^/^^ ^^^^'^ containing rectifications made before this Authomv 

(see Rule 70. 1 6 and Section 607 of the Administrative Instructions under the PCT) Authority 



These annexes consist of a total of 2 sheets. 



3. This report contains indications relating to the following items: 

Basis of the report 
Priority 

Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 
Lack of unity of invention 

Reasoned staternent under Article 35(2) with regard to novelty, inventive step or industrial apDiicabilitv 
citations and explanations suporting such statement <"uut»iriai appiicaDiiity, 

Certain documents cited 

Certain defects in the international application 

Certain observations on the international application 
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IV 


□ 
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VI 
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20/05/2000 
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02.03.2001 


Name and mailing address of the International 
preliminary examining authority: 

^ European Patent Office 
^ D-80298 Munich 

Tel. +49 89 2399 - 0 Ty: .SPf^fiFifi pp^, , 
Fax: +49 89 2399 - 4465 

Form PCT/IPFAy4nQ /rnvor c:haot^ / Icn. .^r., i nnvi\ 


Authorized officer 

Mennessier, T (| |) 

Telephone No. +49 89 2399 8687 \:^£^o;5^^ 



INTERNATIONAL PRELIMINARY 
EXAMINATION REPORT 



International application No. PCT/EP99/09036 



I. Basis of the report 

1 . This report has been drawn on the basis of (substitute sheets which have been furnished to the receiving Office in 
response to an invitation under Article 14 are referred to in this report as "originally filed" and are not annexed to 
the report since they do not contain amendments (Rules 70. 16 and 70.17).): 
Description, pages: 

1 -30 as originally filed 

Claims, No.: 

1-19 with telefax of 1 9/02/200 1 

Drawings, sheets: 

1/5-5/5 as originally filed 

Sequence listing part of the description, pages: 

1-11, as originally filed 

2. With regard to the language, all the elements marked above were available or furnished to this Authority in the 
language in which the international application was filed, unless othenvise indicated under this item. 

These elements were available or furnished to this Authority in the following language: , which is: 

□ the language of a translation furnished for the purposes of the International search (under Rule 23.1 (b)). 

□ the language of publication of the international application (under Rule 48.3(b)). 

□ the language of a translation furnished for the purposes of international preliminary examination (under Rule 
55.2 and/or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the 
international preliminary examination was carried out on the basis of the sequence listing: 

K contained in the international application in written form. 

Kl filed together with the international application in computer readable form. 

□ furnished subsequently to this Authority in written form. 

□ furnished subsequently to this Authority in computer readable form. 

□ The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in 
the international application as filed has been furnished. 

□ The statement that the information recorded in computer readable form is identical to the written sequence 
listing has been furnished. 

4. The amendments have resulted in the cancellation of: 
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□ the description, 

□ the claims, 

□ the drawings, 



sheets: 



pages: 
Nos.: 



5. □ This report has been established as if (some of) the amendments had not been made, since they have been 
considered to go beyond the disclosure as filed (Rule 70.2(c)): 

(Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this 
report.) 



6. Additional observations, if necessary: 
see separate sheet 



III. Non-establishment of opinion with regard to novelty, Inventive step and industrial applicability 

1 . The questions whether the claimed Invention appears to be novel, to involve an inventive step (to be non- 
obvious), or to be industrially applicable have not been examined In respect of: 

□ the entire international application. 
K claims Nos. 8-11,13-19. 



□ the said international application, or the said claims Nos. relate to the following subject matter which does 
not require an International preliminary examination (specify): 



K the description, claims or drawings {indicate particular elements belov\/) or said claims Nos. 8-1 1,13-19 are 
so unclear that no meaningful opinion could be formed {specif}/): 
see separate sheet 

Kl the claims, or said claims Nos. 8-1 1 ,13-19 are so inadequately supported by the description that no 
meaningful opinion could be formed. 

□ no international search report has been established for the said claims Nos. . 

2. A meaningful international preliminary examination report cannot be carried out due to the failure of the nucleotide 
and/or amino acid sequence listing to comply with the standard provided for in Annex C of the Administrative 
Instructions: 

□ the written form has not been furnished or does not comply with the standard. 

□ the computer readable form has not been furnished or does not comply with the standard. 



V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 
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1, Statement 



Novelty (N) 



Yes: 
No: 



Claims 
Claims 



1-7 
12 



Inventive step (IS) 



Yes: 
No: 



Claims 
Claims 



1-7 
12 



Industrial applicability (lA) 



Yes: 
No: 



Claims 
Claims 



1-7,12 



2. Citations and explanations 
see separate sheet 

VIII. Certain observations on the international application 

The following observations on the clarity of the claims, description, and drawings or on the question whether the 
claims are fully supported by the description, are made: 
see separate sheet 
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1. Connments with respect to item III 

(i) The subiect-matter of claims 8-11 and 13-19 is defined using a wording 
which is so imprecise that it lacks both clarity and support in the description . 

(ii) More particularly, claims 8-10 and 16 are each directed to a composition" 
the nature of which has not been specified and cannot be inferred from the 
wording of the claims. 

(iii) Vague terms such as "molecule" (see claims 8-10) or "polypeptide" (see 
claims 13 and 14 [as the subject-matter of this claim is defined with a back- 
reference to claim 13]) are used. 

(iv) Moreover, an actual support in the description, i.e., a support which would 
permit an accurate assessment of inventive step does not exist for the 
subject-matter of claims 8-11 and 13-19 which extends beyond the true 
contribution to the state of art of the invention, based on the findings - which 
mark lactadherin as a compound efficient at regulating the immune 
response - that lactadherin is produced by dendritic cells exposed at the 
surface of antigens vesicles, functions as an adaptor in cross- presentation 
to CTLs and interacts with particulate antigens, through the phospholipid 
binding sites, and with dendritic cells, through the RGD domains, and 
therefore mediates the phagocytosis of said particular antigens. 

(v) In this last respect, claims 18 and 19 feature inventions which are regarded 
as essentially speculative, in the absence of any experimental illustration 
in the description whereas the technical field of the invention is one 
which requires experimental proof, that a pharmaceutical composition 
containing the claimed recombinant virus or cell would be efficient at 
regulating the immune response. 

(vi) The IPEA would like to stress the point that the terms of a claim should, as 
far as possible, be clear for the person skilled in the art from the wording of 
the claim alone , which appears not to be the case of claims 8-10, 13, 14 
and 16 as explained at points (ii) and (iii) above. 
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2. Comments with respect to item V 
a) Claims 1-7 

(i) Novelty (Article 33(2) POT) 

The use of lactadherin or a variant thereof for the preparation of a 
composition for regulating the immune response appears not to be 
disclosed in the state of the art. Therefore, the subiect-matter of claims 
1-7 mav be recarded as new . 

(ii) Inventive step (Article 33(3) EPC) 

It can be considered that the identification of lactadherin as a 
compound that mediates the interaction between particulate antigens 
and dendritic cells and functions as an adaptor of cross-priming could 
not have been predicted by a person skilled in the art aware of the cited 
state of the art. Consequently, the subject-matter of claims 1-7 which 
permits to either reduce the immune response or facilitate an immune 
response against a desired antigen appears to solve in a non-obviously 
manner the technical problem posed by the provision of means which 
are capable of regulating the immune response. Therefore, it is 
concluded that the said subiect-matter of claims 1-7 mav be 
considered to involve an inventive step . 

(iii) Industrial apolicabilitv (Article 33(4) PCT 

For the assessment of the present claims 1-7 the Applicants are 
reminded that on the question whether they are industrially applicable, 
no unified criteria exist in the PCT Contracting States. The patentability 
can also be dependent upon the formulation of the claims. The EPO, 
for example, does not recognize as industrially applicable the subject- 
matter of claims to the use of a compound in medical treatment, but 
may allow, however, claims to a known compound for first use in 
medical treatment and the use of such a compound for the manufacture 
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of a medicament for a new medical treatment. 

b) Claim 12 

(1) Documents cited 

Reference is made to the following documents which are cited in the 
international search report: 

D1: J. Protein Chem., 17(2), February 1998, 143-8 
D2: US-A-5 455 031 
D3: WO 95/15171 

(ii) Novelty (Article 33(2) PCT) 

Each of documents D1 , D2 and D3 discloses a variant of human 
lactadherin (= BA46) lacking a functional integrin binding site (see D1, 
page 45 which discloses a 30-kDa variant corresponding to the C- 
terminal 180 amino acids of BA46; D2, column 7, lines 41-55 which 
discloses a 25-kDa variant corresponding to the C-terminal 217 amino 
acids of BA46; and D3 which discloses a variant corresponding to the 
C-terminal 266 amino acids of BA46 and a variant corresponding to the 
C-terminal 216 amino acids of BA46 [see page 14, lines 31-32, 
together with sequences- referred to as SEQ ID NO:6 and SEQ ID NO:3 
on Tables 2 and 4]). 

Therefore, as according to an aspect ( the claimed variant beino such 
that it onlv optional! v lacks a functional integrin bindina site ), claim 12 
is directed to a variant which lacks a functional integrin binding site, the 
subiect-matter of said claim lacks noveltv . 

(iii) Inventive step (Article 33(3) EPC) 

As the suject-matter of claim 12 lacks novelty, it also does not involve 
an inventive step . 
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3. Comments with respect to item VIII 



In view of the remarks made at point 2 above, claims 8-11 and 13-19 are 
obiected to under Article 6 PCT . 
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CLAIMS 

1 . The use of lactadherin or a variant thereof, for the preparation of a 
composition for regulating the Immune response. 

2. The use according to claim 1 , for the inhibition of the cross-priming 
of antigens. 

3. The use according to claim 2. of a variant of lactadherin lacking a 
functional phospolipid binding site and/cr a functional integrin binding site. 

4. The use according to claim 1. for the stimulation of the phagocytosis 
of antigens by dendritic cells. 

5. The use according to ciaim 1, for the stimulation of the cross-priming 
of antigens. 

6. The use of lactadherin or a variant thereof, for the preparation of a 
composition forthe delivery of a molecule to a dendritic ceil. 

7. The use according to any one of the preceding claims, wherein the 
lactadherin or variant thereof is human lactadherin or a variant thereof. 

8. A composition comprising lactadherin or a variant thereof in 
association with a molecule. 

9. The composition of claim 8, wherein said molecule is covalently 
associated to the lactadherin or variant thereof. 

10. The composition of claim 8, comprising a liposome, vrherein the 
liposome comprisesHactadherin or a variant thereof covalently associated to a 
molecule. 
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11. An immunogenic composition comprising lactadherin cr a variant 
thereof in association with an antigen. 

12. A variant of lactadherin, wherein said variant lacks a functional 
phospholipid binding site and. oplionaliy. also laclcs a functional Integrin 
binding site. 

13. A chimeric protein comprising lactadherin or a variant thereof 
fused to a polypeptide. 

14. A nucleic acid encoding a protein as defined in claim 13. 

15. A liposome comprising a recombinant lactadherin or variant 
thereof 

16. A composition comprising a variant of lactadherin according to 
claim 12 or a chimeric protein according to claim 13 or a liposome according to 
claim 15. 

17. The composition of claim 11, wherein the antigen is a protein, 
polypeptide, peptide, virus or bacteria. 

18. A recombinant virus expressing lactadherin as a surface 
molecule. 

19. A recombinant cell expressing lactadherin as a surface molecule. 
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(51) International Patent Classification 7 ; 
A61K 38/00 


A2 


(11) International Publication Number: WO 00/30667 
(43) International Publication Date: 2 June 2000 (02.06.00) 


(21) International Application Number: PCT/EP99/09036 

(22) International Filing Date: 23 November 1999 (23.1 1.99) 

(30) Priority Data: 

98402925.6 24 November 1 998 (24. 1 1 .98) EP 

(71) Applicants {for all designated States except US): INSTITUT 

NATIONAL DE LA SANTE ET DE LA RECHERCHE 
MEDICALE [FR/FR]; 101, rue de Tolbiac, F-75654 Paris 
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COMPOSITIONS AND METHODS USING LACTADHERIN OR 
VARIANTS THEREOF 
The present invention relates to novel methods and composition that 
can be used in the biological, experimental and medical areas. More 

5 particularly, the invention relates to compositions and methods for regulating 
(i.e., inducing, inhibiting, stimulating, etc.) or monitoring an immune response, 
more specifically a CTL response, as well as for the delivery of molecules to 
dendritic cells, in vitro, ex vivo or in vivo. 

The invention also relates to novel proteins, nucleic acids and vectors, 

10 and their use in the above discussed areas, for instance for the cross-priming 
of antigens, the phagocytosis of molecules by dendritic cells, etc. The present 
invention also provides methods of screening of molecules capable of 
regulating the CTL response. 

Antigen recognition by the immune system can involve different 

15 mechanisms. In particular, antigen presentation to the helper T lymphocytes 
requires processing of said antigens by antigen presenting cells, and their 
association with class II molecules of the MHC complex. This recognition 
essentially leads to the stimulation of specific clones of B lymphocytes, which 
then produce antibodies specific for the antigen. 

20 Antigen presentation to cytotoxic T lymphocytes (CTLs), on the other 

hand, requires the phagocytosis of the antigen by professional cells 
(essentially the dendritic cells), which cells contain the appropriate MHC class I 
molecules and are capable of stimulating antigen-specific CTLS. This 
phenomenon, called "cross-presentation" of antigens or "cross-priming" of 

25 CTLs occurs for instance with viral or tumor antigens, as well as with antigens 
contained in apoptotic bodies (resulting from viral infection, tumors, cell 
degeneration, or normal cell turnover, etc.) for instance. 

Cross presentation of antigens is therefore a critical pathway for the 
elimination of antigens that are associated with pathological conditions. The 

30 capacity to induce or facilitate the cross-priming of antigens in vivo or in vitro 
would represent a very powerful approach to the treatment of such 
pathological conditions. 
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As indicated above, cross-priming of antigens essentially requires the 
phagocytosis, by dendritic cells, of particulate antigens, i.e., antigens included 
in bodies comprising for instance lipids, such as phosphatidyl serine. Such 
particulate antigens include for instance apoptotic bodies, vesicles or cell 

5 membranes. The invention now discloses the identification of a compound 
involved in the phagocytosis of particulate antigens by dendritic cells. More 
particularly, the invention discloses the identification of a compound that 
mediates the interaction between particulate antigens and dendritic cells, and 
functions as an adaptor of cross-priming. 

10 The invention also describes novel compositions comprising a molecule 

associated with the above-identified adaptor or a variant thereof. 

The invention can be used to regulate the immune response, in 
particular to reduce the immune response or, on the contrary, to facilitate 
(enhance) an immune response against a desired antigen. The invention also 

15 relates to novel vectors (such as proteins or liposomes) that can be used to 
deliver a selected molecule to a dendritic cell. The invention also relates to 
methods of screening of compounds that can regulate the cross-priming of 
antigens or the delivery of antigens to dendritic cells, as well as to methods of 
monitoring the immune response in a subject. 

20 Antigen presenting cells (ARCS) contain compartments of the endocytic 

pathway, including multivesicular bodies (MVBs), which are sites of loading of 
antigenic peptides on Major Histocompatibility Complex (MHC) class II 
molecule. These complexes are recognized by the T lymphocytes. In 
particular, EBV-transformed B-lymphocytes (B-EBV) have been shown to 

25 secrete such vesicles called exosomes (Raposo et al., Mol. Biol. Cell 8 (1997) 
2619). B-EBV-derived exosomes contain peptide-MHC class it complexes, 
and are able to present them directly to CD4+ T lymphocytes (Raposo et al., 
1997). More recently, vesicules secreted by another antigen presenting cells, 
dendritic cells (Dcs), have been described (Zitvogei et al., Nature Medicine 4 

30 (1998) 594). DCs are the only APCs able to induce primary and secondary 
immune responses. To do so, they have developed a remarkable array of 
specific attributes, which makes them a unique APC. DCs exist under two 
maturation states; immature DCs are efficient for antigen endocytosis and 
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phagocytosis, but inefficient for T ceil activation, whereas nnature DCs down 
regulate their internalization capacities, but express high levels of MHC and 
co-stimulation molecules, which makes them extremely efficient for T cell 
activation. 

5 DCs-derived exosomes accumulate MHC class II and also bear MHC 

class I molecules. Exosomes produced by DCs exposed to tumor-derived 
antigenic peptides induce potent immune responses, leading to the rejection of 
established tumors (Zitvogel et al., 1998). Although the mechanisms of this 
spectacular anti-tumor effects are still unknown, the potency of exosome- 

10 mediated immune stimulation suggests that these vesicles may indeed 
mediate activation of T cell responses physiologically. 

In an attempt to understand the molecular bases of the effects of DCs- 
derived exosomes on the immune system, the Applicants have determined the 
conditions of their production by DCs, and analyzed their protein composition. 

15 The results obtained show that exosomes secretion is down modulated upon 
DC maturation, and that exosomes concentrate a limited number of proteins. In 
particular, besides MHC class 11 molecules, one major adhesion and targeting 
membrane protein has been idententified, which behaves as the molecular 
effector of the effects of exosomes on the immune system, and functions to 

20 address exosomes to a cellular target, in vivo. 

More particularly, the invention now demonstrates that lactadherin (also 
known as MFG-E8) is produced by dendritic cells, exposed at the surface of 
exosomes, and is involved in the phagocytosis of particulate antigens by 
dendritic cells. The invention also discloses variants of lactadherin, that 

25 behave as competitors of lactadherin and can be used to inhibit the 
phagocytosis of particulate antigens by dendritic cells. The invention also 
provides novel methods of delivering of molecules to dendritic cells, using 
vectors derived from lactadherin or variants thereof. 

Mature human lactadherin is a 364 amino acid protein. Furthermore, 

30 lactadherin is a secreted protein and comprises a secretion signal. 
SEQIDN0:1 represents the amino acid sequence of human lactadherin. 
Residues 1 to 23 (underlined) represent the secretion signal, and residues 24- 
387 represent the primary structure of the mature, secreted protein. The 
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murine, bovine and porcine iactadherin have also been identified, isolated and 
sequenced (see for instance Stubbs et a!., PNAS 87 (1990) 8417 ; 
Hvarregaard et a!., Eur. J. Biochem. 240 (1996) 628). The sequence of the 
murine Iactadherin is also represented on SEQID N0:3. Amino acid residues 

5 1-22 represent the secretion signal, and residues 23-463 represent the primary 
structure of the mature, secreted protein. Residues 111-147 are deleted in 
splicing variants of murine iactadherin. 

Lactadherin has been originally described at the surface of milk fat 
globules (see Stubbs et al., supra). Also, this protein has been found so far 

10 essentially in mammary tissue and in cultured mammary epithelial cells. 
Except for their presence during lactogenesis, no function had been reported 
in the literature for lactadherins. 

The invention now provides evidence that lactadherin is selectively 
produced by dendritic cells, more particularly immature dendritic cells, exposed 

15 at the surface of antigen vesicles and functions as an adaptor in antigens 
cross-presentation to CTLs. The invention therefore provides compositions and 
methods of use of lactadherin or variants thereof in the mediation of an 
immune response. The invention also discloses variants of lactadherin, which 
can be used to inhibit the cross priming, or to deliver antigens to antigen 

20 presenting cells, in particular to dendritic cells. The invention also discloses 
compositions comprising lactadherin or variants thereof in association with 
selected molecules, in particular hybrid molecules and/or liposome 
compositions comprising recombinant lactadherin molecules. 

More particularly. It is an object of the present invention to use 

25 lactadherin or a variant thereof for the regulation of an immune response in 
vitro, ex vivo or in vivo. It is a particular object of this invention to use 
lactadherin or a variant thereof for the preparation of a composition for 
regulating an immune response, in particular a CTL response. It is another 
particular object of this invention to use lactadherin or a variant thereof for the 

30 inhibition of the cross-priming of antigens, in particular of the phagocytosis of 
antigens by dendritic cells. 

Lactadherin comprises several functional domains. In particular 
lactadherin comprises two EGF-like domains, with a RGD sequence, which is 
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involved in integrin binding, integrin (and more specifically integrin (avpS) 
being present at the surface of dendritic cells, this region of lactadherin is 
involved in the interaction of this protein with dendritic cells. This interaction 
furthermore appears to be selective. Lactadherin also comprises a domain 
homologous with the C-temninal region of human coagulation factors VIII and 
V, which represents a binding site for phospholipids, and in particular, 
phosphatidyl serine. 

The invention now postulates and discloses that lactadherin interacts 
with particulate antigens, through the phospholipid binding sites, and with 
dendritic cells, through the RGD domain, and therefore mediates the 
phagocytosis of said particular antigens. 

It is an object of the present invention to use lactadherin, or variants 
thereof, more particularly human lactadherin or variants thereof, to produce 
cytotoxic T lymphocytes specific for a selected antigen. 

It is another object of the present invention to use lactadherin or 
variants thereof, more particularly human lactadherin or variants thereof, to 
deliver an antigen to dendritic cells. 

Within the context of the present invention, lactadherin means a protein 
of mammalian origin, expressed at the surface of milk fat globules, and 
comprising a RGD site and a domain homologous to the factor Vlll C-terminal 
region (i.e., a factor Vlll-like domain). More specifically, the protein is of 
human, bovine, murine or porcine origin, more preferably of human origin. In a 
particular embodiment, lactadherin means human lactadherin having the 
sequence of SEQ ID NO: 1 or any functional analogs thereof. The term 
functional analogs designates natural analogs, resulting for instance from the 
polymorphism or from post-translational modifications, in particular from 
splicing(s) or single amino acid deletion, substitution or addition, with reference 
to SEQ ID NO: 1. and which retain at least one functional property of human 
lactadherin. Functional analogs also include lactadherin of other species, in 
particular murine lactadherin of SEQ ID NO:3. 

Lactadherin used in the present invention can be either isolated from 
natural sources, or produced by recombinant DNA technology, as will be 
described below, for instance. 
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A "variant" of lactadherin, within the context of the present invention, 
means an artificial protein, i.e., a protein artificially created, and not found as 
such nature. Such a variant generally retains at least one biological property of 
lactadherin, for instance a binding property of lactadherin, and usually 
5 comprises one or several of the following alterations of the primary structure: 

(a) a deletion of one or several amino acid residues, more preferably 
several contiguous amino acid residues. In a preferred embodiment, a deletion 
variant comprises, a deletion of several amino acid residues, which overlap at 
least in part with a domain of lactadherin involved in the binding of 

10 phopholipids (PL), in particular phosphatidyl serine (PS), and/or integrin. The 
deletion can comprise up to 250 amino acids, preferably up to 200 amino 
acids, for instance. Furthermore, several deletions can be performed in one 
variant; 

(b) a mutation in one or several amino acid residues, more preferably 
15 in at least one amino acid residue involved in the PS or integrin binding site of 

lactadherin. The mutation(s) can be conservative or non-conservative. 
Preferably, the mutation(s) in the binding site render(s) said binding site non- 
functional. More preferably, a variant of the invention comprises between 0 to 
1 0 point mutations, even more preferably, 0 to 5; 

20 (c) an addition of one or several amino acid residues. The added 

residues are preferably located on the N- or C- terminal end of the variant, 
although internal residues may also be added. The added residues can have 
different functions. For instance, they can represent tags that can be used in a 
purification method (GST, myc, etc.). The added residues can also be 

25 adaptors, that can be used for the association of the variant to a selected 
molecule such as an antigen, a nucleic acid, a receptor or a membrane lipid. 
Such adaptors can be for instance polylysine, other basic amino acids, a 
spacer, or any other DNA binding motif. The adaptor can also be a trafficking 
signal, such as a transmembrane domain of a protein or a lipid, for instance. 

30 Furthermore, the added residues can also represent a selected molecule, 
fused to the factadherin, as will be discussed in more details below. 

Also, as indicated above, variants according to this invention can 
combine one or several modifications of one or several of the above types. 
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A particular variant of lactadherin of this invention is a variant lacking a 
functional PL binding site (in particular a functional PS binding site) and/or a 
functional integrin binding site. 

Variants lacking a functional PL binding site are essentially incapable of 
5 efficiently binding phospholipids such as phosphatidyl serine. Such variants 
however, may retain a functional integrin binding site and thus behave as 
competitors of natural lactadherin. Variants lacking a functional PL (i.e., 
phosphatidyl serine) binding site can be obtained by different methods. In a 
particular embodiment, said variants lack all or part of the phosphatidyl serine 

10 (PS) binding site. In another particular embodiment, such variants comprise a 
mutated PS binding site. Of course, variants of this invention can also 
comprise both deletion and mutation in the PS binding site. The phosphatidyl 
serine binding site of lactadherin essentially lies in the C-terminal amino acid 
residues of lactadherin, more particularly in the 150 C-terminal amino acid 

15 residues. A variant according to this invention is therefore any variant of 
lactadherin having a mutation and/or a deletion in/of the 150 C-terminal amino 
acid residues, and essentially incapable of binding phosphatidyl serine. A 
more preferred variant is a polypeptide comprising the sequence of 
SEQ ID NO:1, said sequence further comprising a mutation and/or a deletion 

20 in any one of amino acid residues 242 to 387. 

In a particular embodiment of this invention, the variant comprises a 
deletion of at least 5, preferably at least 10, even more preferably at least 20 
contiguous amino acids of the above C-terminal region. In a particular 
embodiment, the deletion encompasses the entire 150 C-terminal amino acid 

25 residues, more preferably the amino acid residues 242 to 387 of SEQ ID NO:1 . 
Another specific embodiment of this invention is a lactadherin lacking the 25 C- 
terminal amino acids, in particular a polypeptide comprising amino acid 
residues 24-363 of SEQ ID NO: 1 or a polypeptide comprising amino acid 
residues 23-439 of SEQ ID NO:3. 

30 Examples of mutations include any suppression or substitution of one or 

several single amino acid residues in the 150 C-terminal region of lactadherin. 
The substitution can be either conservative or non-conservative, preferably 
nonconservative. 
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Particular examples of mutated variants of this invention include any 
lactadherin having one or several point mutation(s) in the 25 C-terminal amino 
acids, and essentially incapable of binding PS. More particular examples are 
polypeptides of SEQ ID N0:2 or 4, having one or several point mutation(s) in 

5 the 25 C-terminal amino acids. 

These variants of the present invention are particularty interesting since 
they are capable of binding integrin avp5, i.e., dendritic cells, more preferably 
immature (human) dendritic cells, while they are essentially incapable of 
binding PS. These variants are particularly suited for the delivery of molecules 

10 to dendritic cells, in particular for the delivery of antigenic molecules to 
dendritic cells. These variants can also facilitate the cross-presentation of a 
selected antigen by dendritic cells, and thus the development of a specific CTL 
response against a selected antigenic molecule. 

Variants of lactadherin lacking a functional integrin binding site are 

15 essentially incapable of binding efficiently dendritic cells. Such polypeptides 
can be any variant of lactadherin lacking all or part of the integrin binding site 
or which comprise a mutated integrin binding site. The integrin binding site of 
lactadherin essentially resides in an RGD motif located in the N-terminal part of 
the molecule. For instance, the integrin binding site of human lactadherin of 

20 SEO ID NO:1 lies in residues 46-48 and the integrin binding site of murine 
lactadherin of SEQ ID NO:4 lies in residues 87-89. The invention therefore 
resides, in any lactadherin comprising a mutation in and/or a deletion in or of 
the RGD motif, and which is essentially incapable of binding dendritic cells. 
Particular examples of such variants are polypeptides of SEQ ID NO:1 which 

25 lack one, two or all of the amino acid residues RGD at position 46-48, and 
polypeptides of SEQ ID NO:4 which lack one, two or all of the amino acid 
residues RGD at position 87-89. 

Such variants can be used for instance to interfere with the cross- 
priming of antigens, in vitro, ex vivo or in vivo, by competing with naturally 

30 occurring lactadherin for the binding to particulate antigens. Other types of 
inhibitors are represented by polypeptides comprising essentially the 
phospholipid binding site of lactadherin, for instance peptides comprising 
essentially the amino acid residues 364-385 of SEQ ID NO:1, or variants 
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thereof. Other inhibitors are represented by antibodies specific for lactadherin, 
in particular for lactadherin PL or integrin binding sites. Such antibodies (either 
polyclonals or monoclonals) can be raised by immunisation of an animal using 
corresponding peptides, and used to reduce an immune reaction. 
5 Accordingly, an object of the present invention resides also in a variant 

of lactadherin which lacks a functional PL or integrin binding site. 

The above variants can be prepared according to conventional 
techniques, known to the skilled artisan, and disclosed in more details in the 
Examples. For instance, they can be produced by recombinant DNA 

10 techniques, starting from a nucleic acid molecule encoding lactadherin. More 
particularly, a nucleic acid construct encoding lactadherin as defined above 
can be provided and modified according to conventional techniques to 
introduce mutation(s) and/or deletion(s) therein. Such techniques include 
digestion with restriction enzymes and/or exonucleases, ligation, site-directed 

15 mutagenesis, amplification, artificial nucleotide synthesis and the like. Such 
modifications can be performed in vitro, on isolated nucleic acid, generally 
produced or replicated in a competent host cell, such as eukaryotic or 
prokaryotic cells, or obtained by amplification with specific primers from a 
dendritic cell, for instance. In this regard, the invention also relates to a nucleic 

20 acid encoding a polypeptide as defined above. Said nucleic acid can be a 
DNA or a RNA molecule, or a synthetic nucleic acid. The invention also 
relates to any vector comprising a nucleic acid as defined above. Such vectors 
can be plasmids, cosmids, episomes, YACS, viral vectors, etc. Preferred 
vectors also comprise a promoter region that causes expression of the nucleic 

25 acid, as well as, optionally, a transcription termination signal (i.e., a 
polyadenylation sequence). The construction of such vectors and the choice 
of the promoter region can be made by the skilled artisan according to 
conventional techniques and routine experimentation. In particular, the vector 
can be a plasmid derived from pUC, pIC, pBR or pBS, or a viral vector 

30 prepared from retroviruses, adenoviruses or AAV, for instance. The invention 
also relates to a cell comprising a nucleic acid or a vector as defined above, 
and to their use, for instance in the production of variants -as described above. 
The recombinant cell of the present invention can be prokaryotic (such as a 
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bacteria) or eukaryotic, such as a yeast cell, a mammalian cell, an insect cell, 
etc. Said cells can be prepared by conventional techniques (electroporation, 
precipitation, gene gun, lipid-mediated transfection, etc.). 

Another object of this invention lies in a composition comprising a 
5 variant of lactadherin which lacks a functional PL or integrin binding site. Such 
a composition can be used for instance to modulate the cross-priming of 
antigens. 

A particular object of this invention lies In a composition comprising 
lactadherin or a variant thereof in association with a selected molecule. 

10 Indeed, the invention also lies in the use of lactadherin or variants to 

deliver molecules to dendritic cells. 

In this respect, any selected molecule can be associated to lactadherin 
or a variant thereof as disclosed above, in order to deliver said molecule to 
dendritic cells in vitro, ex vivo or in vivo, and/or to induce a CTL response. The 

15 selected molecule can be associated to lactadherin or a variant thereof in 
different manner, covalently or non covalently. Covalent association (binding) 
can be obtained either by chemical, enzymatic or genetic methods. In 
particular, chemical coupling can be made using conventional chemical 
adaptors and/or reactions, in particular by amide, amine, or acid bounds, with 

20 or without spacers such as cabonyidiimidazole. etc. 

Chemical coupling can also be obtained using the streptavidin / biotin 
system or any other analogous method. 

One particular method of coupling the selected molecule to the 
lactadherin involves recombinant DNA constructs (i.e., genetic coupling). In 

25 this regard, a chimeric nucleic acid can be prepared comprising a region 
encoding lactadherin or the variant thereof and a region encoding the selected 
polypeptide, operably linked together, i.e., in the same reading frame, so that, 
upon expression in a host cell, a fusion (chimeric) protein is obtained. The 
selected polypeptide (or peptide) can be fused to lactadherin or a variant 

30 thereof in N-terminal or C-terminal position. Preferably, the selected 
polypeptide or peptide (i.e., the heterologous moiety) is fused at the C-terminal 
end of lactadherin or a variant thereof according to this invention. 
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Accordingly, a particular object of the present invention resides in a 
chimeric protein (or polypeptide) comprising lactadherin or a variant thereof 
fused to a heterologous polypeptide or moiety. 

Another particular object of the present invention lies in a product 

5 comprising lactadherin or a variant thereof coupled to a heterologous 
molecule. As indicated above, coupling can be covalent or non covalent. 

Also, since lactadherin mediates the phagocytosis of particulate 
antigens, the invention also discloses artificial liposomes (or lipid vesicules) 
comprising lactadherin (preferably recombinant) or a variant thereof as 

10 disclosed above. 

Lactadherin can be bound to the surface of the liposome, through Its PL 
binding site. In this embodiment, the artificial liposome of this invention 
preferably comprises at least phosphatidyl serine as a constituent lipid. 
Lactadherin or the variant thereof can also be bound to the liposome 

15 membrane through a receptor moiety, capable of binding a ligand moiety 
present in the membrane of the liposome. In particular, as indicated above, a 
variant of lactadherin can be prepared comprising added residues or structure, 
which provide for the binding of said lactadherin variant to a selected receptor 
or ligand. In a particular embodiment, the variant of lactadherin comprises a 

20 peptide which binds a receptor present in the liposome membrane. The 
peptide can be biotin, which binds to streptavidin introduced in the liposome 
membrane. 

In another particular embodiment, lactadherin or the variant is enclosed 
in the membrane of the liposome. The insertion (anchoring) can be achieved 

25 in particular by using a variant of lactadherin comprising an anchoring region, 
such as for instance a transmembrane domain. Such an anchoring region can 
be introduced in the variant as added residues in addition or in replacement of 
residues of lactadherin, and in particular in replacement of the PL binding site. 
The insertion can also be achieved by using a variant of lactadherin 

30 comprising a lipid at one of its extremities, preferably its C-terminal end, 
according to methods known to the skilled artisan. In this specific 
embodiment, a lipid (e.g. a fatty acid) is bound to the C-terminal end of 
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lactadherin or a variant thereof having the capacity to bind integrin. using 
conventional method, and the resulting product is contacted with the liposome. 

Thus, the invention also relates to any lipid vesicle composition 
comprising a recombinant protein comprising at least the integrin binding site 

5 of lactadherin, more preferably of human lactadherin. The lipid vesicle can be 
prepared according to known techniques. For instance, the selected lipids are 
contacted together in the appropriate medium to form lipid bilayers and 
vesicules. Lactadherin or the variant thereof can be added to the product 
before, during or after formation of the artificial liposomes. Also, an artificial 

10 liposome includes an exosome produced by a cell, which comprises a 
recombinant lactadherin molecule. 

The invention also relates to a polypeptide comprising (a) a lactadherin 
amino acid sequence lacking a functional PL binding site and (b) a 
heterologous moiety allowing anchoring of said polypeptide in a lipid 

15 membrane. 

The liposome compositions of this invention advantageously further 
comprise at least one selected molecule, such as an antigen. The selected 
molecule can be a lipid, polypeptide, nucleic acid, chemical molecule, etc. 

Preferably, the selected molecule is a polypeptide (such as any protein, 
20 peptide, etc.) or a nucleic acid. 

In this regard, the invention also relates to a polypeptide comprising (a) 
a lactadherin amino acid sequence lacking a functional PL binding site and (b) 
a heterologous moiety allowing binding of said polypeptide to a nucleic acid. 
Such a polypeptide is able to form complexes with nucleic acids, such as 
25 plasmids, for instance, and to target said nucleic acids to dendritic cells in vitro, 
ex vivo or in vivo. This invention also relates to a nucleic acid encoding the 
primary structure of the above polypeptide. 

Even more preferably, the molecule is an antigen, i.e., a compound 
against which an immune response is sought, particularly a CTL response, a 
30 cytokine (such as IL12, IL4, GM-CSF, etc., which can stimulate the activation 
and/or differentiation of dendritic cells, for instance) or a toxic molecule, which 
may be used to eliminate dendritic cells. 




wo 00/30667 ^ ^ PCT/EP99/09036 

Examples of antigen molecules comprise for instance viral proteins or 
peptides, bacterial proteins or peptides, or tumor antigens, such as MART-1, 
MAGE, BAGE, PSA, p53, Rb, Ras, etc. The antigen can be Intact (the entire 
proteins) or in the form of a fragment thereof. 
5 A preferred embodiment of the present invention is an immunogenic 

composition comprising lactadherin or a variant thereof in association with a 
selected antigenic molecule. Vaccines or immunogenic compositions of this 
invention can be used in any mammal, such as human beings or animals. 

The antigenic molecule may be any protein, polypeptide or peptide, 

10 bearing one or several epitopes, a virus, a fragment of a virus, a viral protein, 
polypeptide or peptide, a bacteria, etc. Furthermore, the virus or bacteria may 
be inactivated or attenuated (i.e., with low infectivity or pathogenicity. The virus 
or bacteria may represent the antigen itself, or a carrier of the antigen. In a 
particular embodiment, the invention thus resides in an immunogenic 

15 composition comprising a virus or a bacteria, wherein said virus or bacteria 
expresses lactadherin or a variant thereof at its surface. Lactadherin or a 
variant thereof can be expressed as a result of chemical, genetic, enzymatic or 
non-covalent coupling. 

In a particular embodiment, the invention resides in a recombinant virus, 

20 wherein said recombinant virus expresses lactadherin or a variant thereof as a 
surface molecule. The virus may be any retrovirus, adenovirus. AAV, herpes 
virus, etc. Lactadherin or the variant may for instant be expressed as a genetic 
fusion with an envelope protein. The recombinant virus may further comprise a 
recombinant genome encoding a protein, polypeptide or peptide, including an 

25 immunogen or a immuno-stimulatory molecule. 

In another particular embodiment, the invention resides in a 
recombinant cell, wherein said recombinant cell expresses lactadherin or a 
variant thereof as a surface molecule. More preferably, the recombinant cell is 
derived from a pathogenic bacteria. These recombinant bacteriae thus 

30 represent improved immunogenic compositions which can be used to produce 
efficient immune reactions in vivo or in vitro, in particular efficient CTL 
responses. The recombinant cells may be produced by expression, in said 
cells, of a nucleic acid encoding lactadherin or a variant thereof, optionally 
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bound to a signal peptide allowing anchoring of the molecule into the cell 
membrane. Lactadherin or the variant may also by expressed through 
contacting of the cells in vitro with lactadherin or the variant. 

In this regard, the invention also relates to a hybrid polypeptide 

5 comprising (a) a lactadherin amino acid sequence lacking a functional PL 
binding site fused to (b) an antigenic polypeptide or peptide. The invention 
also relates to any nucleic acid encoding such a hybrid polypeptide. Said 
polypeptides and nucleic acids can be used to prepare vaccine compositions, 
in particular anti-tumor vaccine compositions, which can be administered in 

10 naked form, for instance by intramuscular injection. 

The selected molecule can be present in the cytosol of the liposome 
and/or anchored into its membrane and/or bound to the surface of said 
liposome. The selected molecule can be combined with the liposome 
according to conventional methods as disclosed above, in particular by 

15 incubation of the molecule with the constituent lipids, prior to or during 
formation of the liposome. 

The invention also relates to a recombinant host cell, in particular a 
recombinant bacteria, expressing a lactadherin or variant thereof. More 
preferably, the recombinant bacteria expresses lactadherin or a variant thereof 

20 having the capacity to bind integrin. The introduction of recombinant 
lactadherin or variant in bacteria, for instance, allows the uptake of bacterial 
membrane fractions by dendritic cells, and the efficient generation of immune 
responses against bacterial antigens, for instance. 

The compositions, variants, chimeric proteins or liposomes of this 

25 invention can be used in vitro, ex vivo or in vivo. In vitro, they can be used to 
pulse or sensitize dendritic cells to a desired molecule, for instance. In this 
respect, the invention also discloses a method of delivering a molecule to a 
dendritic cell, preferably an immature dendritic cell, in vitro, ex vivo or in vivo, 
comprising contacting said dendritic cell (or a population of cells comprising a 

30 dendritic cell) with a compound, composition or chimeric protein as defined 
above. This method can be performed in any appropriate device (plate, dish, 
tubes, flask, etc.) with concentration of lactadherin or a variant thereof ranging 
from 0,01 to 1 000 \^g/ml for instance. 
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The variants of lactadherin can also be used to target any compound to 
dendritic cells, in vitro, ex vivo or in vivo. For instance, the above disclosed 
variants of lactadherin having a functional integrin binding site can be used to 
target a vector (such as a viral, a polymeric, a cationic or a polypeptide vector) 

5 to dendritic cells. Particular examples include a recombinant adenovirus. 
Therefore, the invention also relates to the use of lactadherin or a variant 
thereof having a functional integrin binding site to target a vector (such as a 
viral, a polymeric, a cationin or a polypeptide vector) to dendritic cells. The 
invention also discloses a composition comprising a vector associated with 

10 lactadherin or a variant thereof. 

The compositions, variants, chimeric proteins or liposomes of this 
invention can also be used in vitro in a method of screening and/or identifying 
compounds that can regulate the cross-priming of antigens and/or the 
phagocytosis of antigens and/or the delivery of molecules to dendritic cells. In 

15 particular, dendritic cells can be contacted with compositions, variants, 
chimeric proteins or liposomes of the present invention, in the presence of a 
candidate product or mixture, and the capacity of said candidate product or 
mixture to inhibit or facilitate the uptake (or binding) of said compositions can 
be measured. 

20 The invention also relates to a method of screening (essentially in vitro) 

of compounds having the ability to induce or inhibit the expression of 
lactadherin. In this respect, the invention provides a method comprising (i) 
contacting a test compound (or mixture) with a cell culture producing a 
reference level of lactadherin, (ii) measuring the quantity of lactadherin 

25 produced by said cell culture, and (ili) comparing said quantity with the 
reference level. The cell culture can be for instance dendritic cells, preferably 
an established dendritic cell line. The dosage of lactadherin can be made 
according to conventional techniques, such as immunoassay with specific 
antibodies, PGR, etc. Compounds capable of increasing the expression on 

30 lactadherin may be used to stimulate the immunity of a subject, in particular 
the CTL response of a subject. 

The invention also relates to labeled compositions or variants as 
described above, and their use in the monitoring of an immune response. In 
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particular, the invention can be used to detect the presence of exosomes in a 
biological sample, and to correlate the level of exosomes to a physiological 
state of a subject. A detection method comprises -for instance the collection of 
a sample (such as a blood sample of a subject), the contacting of said sample 
with a composition comprising lactadherin or a variant thereof having the ability 
to bind integrin, and the detection of the presence (and optionally the quantity) 
of exosomes bound to said lactadherin or variant thereof. The diagnostic of 
high levels of exosomes in a biological sample can be correlated with a 
pathological condition where exosomes are produced, for instance by dendritic 
cells (such as tumor, vital infection, etc.). 

In vivo, the invention can be used to modulate an immune response, 
deliver a molecule to dendritic cells, modulate the phagocytosis of antigens 
and/or for cross-priming of antigens, and also for the monitoring of an immune 
response. In particular, the invention also relates to the use of lactadherin, 
preferably human lactadherin, or a nucleic acid encoding the same, for the 
stimulation of an immune response in a subject. In particular, the delivery of 
human lactadherin or a nucleic acid encoding the same in a subject affected 
with a tumor would enhance the immune response of said subject against the 
tumor. For this specific application, intratumoral administration would be 
preferred. 

For in vivo applications, conventional dosages can be used and 
adapted by the skilled artisan. Preferably, for use in vivo, the compositions are 
administered by injection, such as i.v., i.a., i.p., s.c, i.m., for instance. They 
also can be administered by any other route. Preferably, they are formulated 
with appropriate acceptable vehicles, such as buffers (phosphate, potassium, 
chloride, etc.), isotonic solutions, saline solutions, at appropriate dosage, such 
as for instance between 0,1 and 10000 [ig of protein by single dosage unit. 
The compositions may also comprise stabilizing agents (such as gets, high 
molecular weigh molecules, i.e., albumin, dextran, etc.), surfactants, etc. 

Other aspects and advantages of the present invention will be disclosed 
in the following examples, which should be considered as illustrative and non 
limiting. 
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Legend to the Figures 

Figure 1: Overall protein composition of nnetabolically-labeled exosomes 
and Dl cells. 

Exosomes purified from the supernatant of metabolicaliy-labeled D1 
5 cells were run on a 12% SDS gel (Exos), together with lysate (including both 
cytosolic and membrane components) obtained from the whole cells (Cells), or 
cytosol (cyto) or total membranes (mb) prepared from the same cells in the 
absence of detergent. The dried gel was autoradiographed for 24h (proteins 
bigger than 45 kDa) or 48 h (proteins smaller than 45kDa). A pic profile of 
10 each lane was obtained with the NIHimage software. Stars point to proteins 
abundant in the cells and absent in exosomes, dots to proteins enriched in 
exosomes. 

Figure 2: Protein profile of D1 exosomes as seen by coomassie blue 
staining. 

15 Thirty pg of exosomes were separated on a 8-15% gradient SDS gel, 

and stained with coomassie brilliant blue. The band pattern is identical to that 
obtained with metabolicaliy-labeled exosomes. The major bands (1 to 11) 
were analyzed by trypsin digestion and MALDl-TOF (see table 1) 

20 Figure 3: Western blot analysis of lactadherm expression in mouse DC- 

derived exosomes. Abundant immune reactivity was found with serum A on 
DC-derived exosomes, but not on whole cell lysates. intermediate reactivity 
was detected on tumor cell-derived exosomes (TS/A, a mammary cell 
carcinoma) or in isolated membrane preparations from DCs. Annexin specific 

25 antibodies reacted with all exosome preparations and cell lysates. 

Figure 4: FACscan analysis of lactadherin expression on Dl -derived 
exosomes. Exosome- or FCS-coated latex beads were incubated with anti- 
lactadherin antibodies (serum A) or the corresponding pre-immune serum. 
30 The beads were then incubated with secondary FITC labeled anti-rabbit 
antibodies before FACscan analysis. Abundant specific staining of exosomes 
coated beads was found with serum A, but not with the pre-immune serum. 
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Figure 5: FACscan analysis of lactadherin expression on D1 -derived 
exosomes. Exosome- or FCS-coated latex beads were incubated with anti- 
MHC class I, antiMHC class II, control lgG2a antibodies or antl-lactadherin 
monoclonal (MC3 or MC8) or polyclonal antibodies (serum B). Antibody 
5 binding to the beads was revealed with FITC-labeled anti-mouse or anti-rabbit 
IgG antibodies (Jackson Laboratories), before FACscan analysis. Strong 
staining of the exosome coated beads was found with the anti-MHC class I 
and II, as well as with the different antilactadherin monoclonal and polyclonal 
antibodies. 

10 

Materials and Methods 
Cell lines 

15 The spleen-derived murine DC cell line D1 has been described 

previously (Winzier et a]., 1997). It was cultured in Iscove's Modified 
Dulbecco's Medium (IMDM, Sigma, St Quentin, France) supplemented with 
10% endotoxin-free fetal calf serum (FCS, Life Technologies, Cergy, France) 
and 30% R1 medium (GMCSF-transfected NIH-3T3 fibroblasts conditioned 

20 medium). Cells were passaged twice a week in 145 mm non tissue-culture 
treated Petri dishes (4-5.106 cells per dish). To control their non-activated 
state, the level of cell surface expression of MHC class li and costimulatory 
molecules was checked regularly by fluorescence-activated cell scanning 
(FACS) as described (Winzier et at, 1997). 

25 

Immun-electron microscopy 

D1 cells, either immature or mature after treatment for 24 hours with 
LPS were fixed with 2% paraformaldehyde in phosphate buffer 0.2M pH 7.4 
(PB) for 2 hours at room temperature. Fixed cells were processed for ultrathin 
30 sectioning and immunolabeling as described previously (Raposo et al. 1997; 
Liou et al., 1996). Briefly, after washing with PB and PB-50 mM glycine, cells 
were embedded in 7.5 % gelatine. Small blocks were infiltrated with 2.3M 
sucrose at 4 iC for 2 hours and then frozen in liquid nitrogen. Ultrathin 
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cryosections prepared with a Leica ultracut-FCS (Wien, Austria) were retrieved 
witti a mixture of Methycellulose and 2.3 M sucrose (vol./vol.) and indirectly 
inimunogold labeled with the rat monoclonal anti-class II antibody M5114, 
followed by polyclonal anti-rat polyclonal antibodies (Dako, Danemark) and 
Protein A gold (purchased from Dr. J.W. Slot, Department of Cell Biology, 
Utrecht University , The Netherlands). 

The sections were finally contrasted and embedded in a mixture of 
methylcellutose and uranyl acetate and viewed under a CM 120 Twin Phillips 
electron microscope (Eindover, The Netherlands). 

Exosomes purification 

Exosomes were prepared either from the supernatant of a 3 days-old 
D1 culture, or from fresh culture medium incubated for 24h with 3 days-old D1 
cells. We could not evidence any difference in the overall composition of 
exosomes purified from 3 days- or from 24h-supematants. Exosomes were 
purified as previously described (Raposo et al., 1996). Briefly, the medium 
was cleared from cells and debris by 3 successive centrifugations at 300g (5 
min), 1,200g (20 min) and 1 O.OOOg (30 min), then exosomes were recovered 
in the pellet after centrifugation for 1 h at 70,000g. Exosomes were washed 
once in a large volume of PBS, centrifuged at 70,000g for 1 h and 
resuspended in 50-200 ml of PBS with 0,01% sodium azide (NaN3). The 
amount of exosomal proteins recovered was measured by Bradford assay 
(Biorad, Ivry, France). 

Exosomes floatation on sucrose gradient 

Ninety mg of exosomes were resuspended in 1 ml Hepes 20mM, pH 
7.2 containing 2.5M sucrose and a cocktail of protease inhibitors (see next 
section). A continuous 2M - 0.25M sucrose gradient was. loaded on top of 
exosomes, and this was centrifuged for 16h at 35,000 rpm in an SW41 rotor. 
Fractions (1 ml each) were collected from the top of the gradient, centrifuged 
for 1 h at 1 OO.OOOg, and the pellet was loaded on a 1 0% SDS gel for western 
blot analysis. 
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Protein analysis by SDS-PAGE 

Total proteins were prepared from 108 D1 cells lysed in 1 ml of Tris 
50mm pH 7.5, NACI 0.3M, ThtonX-100 0.5%, NaN3 0.1%, with a cocktail of 
5 antiproteases (CLAP: chymiostatine, leupeptine, aprotinin, pepstatin, lOOmM 
each, Sigma) for 5 min at 4''C. Lysates were cleared from nuclei by 
centrifugation at lO.OOOg. To separate cytosol and total membranes, 
approximately 2.107 D1 cells were resuspended at 4^0 in 0.3 mi of 
Triethanolamine 10 mM, EDTA I mM, acetic acid 10 mM, sucrose 250mM 

10 titrated to pH7.4 (TEA-sucrose) supplemented with CLAP, and homogenized 
by 60 Passages through a 25G needle. Nuclei and cell debris were cleared by 
centrifugation for 10 min at 1,200g. The postnuclear supernatant was 
centrifuged for 1 h at lOO.OOOg: cytosol was then recovered in the supernatant, 
and the pellet (total membranes) was resuspended in 0,3 ml of TEA-sucrose- 

15 CLAP. 

Metabolic labeling of cells and exosomes 

Metabolic labeling of D1 cells was performed on 3-days-old cultures: 
cells were washed once in Methionine/Cysteine-free RPMI, starved for Ih at 

20 37°C in Methionine/Cysteine-free RPMI supplemented with 30% dialysed R1 
medium, and incubated overnight at 37°C in 20ml fresh Methionine/Cysteine- 
free RPMI-dialysed R1 supplemented with 5% endotoxin-free PCS and 10- 
20mCi/ml 35S-Methionine/Cysteine (Promix 35S, ICN, Orsay, France). 
Labeling medium was removed, cells were washed once in complete D1 

25 culture medium, and further incubated for 24h in complete medium at 37'*C. 
Exosomes were purified from the supernatant; total lysates, cytosol and total 
membranes were prepared from the cells. Proteins (20,000cpm of each 
sample) were separated on a 12% SDS-PAGE, dried and autoradiographed. 
The pic profile of each lane was obtained using the NIHimage software. 

30 

Protein analysis by MALDI-TOF 

Thirty mg of proteins from exosomes or total lysates were run on a 6- 
15% SDS-PAGE, and stained with Coomassie blue (Biorad). The major bands 
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in the exosomes preparation were excised from the gel. Briefly, proteins were 
digested with trypsin for 4h at 37°C, and the peptide profile generated was 
analyzed by Matrix-Assisted Laser Desorption/lonisation - Time of Flight 
(MALDI-TOF, ). The peptide profile of each band was compared to those of 
5 proteins in the databases using the MS-Fit program. 

Westem blot 

Exosome preparations were resolved by SDS-PAGE and the proteins 
were transferred to PVDF membranes. Antibody reactivity was detected using 
10 specific secondary HRP-labeled anti-rabbit IgG antibodies (Jackson 
Laboratories) and ECL (Amersham). 

FACscan analysis of exosomes 

A new assay based on the chemical cross linking of exosomes to 
activated latex beads (Surfactant-free white aldehyde/sulfate latex, D : 3,9 pm, 

15 Interfacial Dynamics Corp., Pordaiid. Or. USA) was used to detect lactadherin 
on DC-derived exosomes. Coating was performed by incubating 10 pi of beads 
with 30pg of purified exosomes for 2 h at room temperature. The exosome- 
coated beads were saturated in 1M glycine for 30 min at RT and incubated 
with the specific and FITC-secondary antibodies (anti-mouse or anti-rabbit IgG, 

20 Jackson Laboratories) in PBS 3% FCS, before analysis with a Facscalibur 
(Becton Dickinson). 

Human DC culture 

Blood cells from healthy volunteers were obtained by apheresis (Cobe 
25 Spectra cell separator). Mononuclear cells were isolated by Ficoll-Paque 
(Pharmacia) density gradient. Plastic adherent PBMC (peripheral blood 
mononuclear cells) from healthy donor were incubated for 7 days with GM- 
CSF and IL-4 or IL-13, in RPIM-1640 (Life Technologies) medium 
supplemented with 10% fetal calf serum. At the end of the culture the cells 
30 were analyzed by flow cytometry for their phenotype for CD1a, CD3, CD14, 
CD19, CD15, CD40, CD80, CD83, CD86, and anti HLA-DR. They exhibited 
phenotype characteristic of immature dendritic cells as previously described in 
Chapuis et al., Eur. J. Immunol, 1997, 27:431-441 (i.e. for CD1a+, CD3 
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CD14-, CD19 GDI 5 CD40 +, CD80 +, CD83 CD86 +, and anti HLA- 
DR+). The exosomes were harvested from the culture supernatant as 
performed for exosomes from the D1 cell line. 



5 Examples 

1 . Overall protein composition of exosomes 

In order to understand the molecular basis of exosome's anti-tumoral 

10 effect in vivo, we undertook an extensive characterization of the protein 
composition of exosomes. Dl cells were metabolically labeled overnight with 
35S-Methioninel Cysteine mix, washed once, and fresh non-radioactive 
medium was added to the cells for 24h. Metabolically labeled exosomes were 
purified from this supernatant. Out of 2 independent experiments, the amount 

15 of radioactivity recovered in exosomes was 0.25% (±0,05%) of the radioactive 
incorporated into the cells. The amount of radioactivity recovered in exosomal 
proteins (80 cpm/mg) was similar to that recovered in proteins from the whole 
cells (100 cpm/mg), confirming that exosomal preparations are composed of 
cell-derived proteins, and are not contaminated by proteins from the 

20 extracellular medium. 

The protein profile of exosomes from metabolically labeled cells was 
analyzed by SDS-PAGE and autoradiography and compared to that of whole 
D1 lysates, of cytosol or of total cellular membranes. As shown in figure 1, 
exosomes displayed a unique protein composition pattern. At least 7 proteins 

25 (of approximately 180, 90, 70, 58, 43, 32 and 27 kDa see dots in figure 1, 
'exos' panel) were strongly enriched in exosome preparations as compared to 
whole cells, cytosol or total membranes. Eight other major proteins from whole 
cells, cytosol or total membranes were absent or less abundant in exosomes 
(see stars in figure 1, 'cells' panel). Interestingly, two of the bands enriched in 

30 exosomes (70 and 58 kDa) are not detected in the cytosol or the whole D 1 
cells, suggesting a particularly strong mechanism of enrichment of this protein 
in the exosomes. 
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Therefore, exosomes concentrate a unique subset of cellular proteins, 
which most likely account for exosome's biological activities. To identify the 
proteins present in exosomes, thirty micrograms of exosomai proteins were 
loaded on a 8-15% SDS gel : the pattern of bands stained by Coomassle 
brilliant blue was very similar to that of metabolically labeled exosomes 
(compare figures 1 and 2). Therefore, all the major protein species in the 
exosome preparations are from cellular, and not fetal calf serum (FCS), origin. 
All these major bands (bands 1 to 11 In figure 2) were excised, trypsin- 
digested and the peptides s generated were analyzed by Matrix-Assisted 
Laser Desorption lonisation - Time of Flight (MALDI-TOF). The peptide 
profiles generated for the different bands were compared to the theoretical 
tryptic-peptide profiles of known proteins from the data bases. The results 
obtained (see Table 1 below) show that, among the identified bands, one is 
lactadherin (also known as Milk Fat Globule-EGFio FactorVill, MFG-E8), a 
peripheral membrane-associated protein. 



Table 1 



Band 


Protein 


Matching Peptide 


Total Number of 








Peptides 


4 


Lactadherin 


10 


28 




+ hsc73 


11 




5 


Lactadherin 


12 


15 



2. Dendritic cells but not macrophages produce Lactadherin 



In view of the above evidence of the, presence of lactadherin on 
exosomes produced by dendritic cells, dendritic cells have been analyzed to 
determine if they were producing lactadherin. For that purpose, an 
amplification reaction has been performed on total RNA prepared from 
dendritic cells using oligonucleotide primers specific for the MRNA of 
lactadherin. The sequence of the oligonucleotides is the following: 
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Oligo 1 (SEQ ID NO:5): 5'-ATGCTACTCTGCGCCTCTG-3' 



Oligo 2 (SEQ ID NO:6): 5'-GTCTTGTAGCTGGTGGAGG-3' 



5 Total RNA was prepared from 5-7x10® cells by the guanidlne 

thiocyanate method (Chomezinski and Sacchi, Annal. Biochem. 162 (1987) 
156). Reverse transcription was perfomned In a 20pl volume:1 pg of RNA was 
mixed with dNTPs (250 pM each final), random hexanucleotldes (2 ng, Gibco- 
BRL), and RNAsin (20 U, Promega) In a final volume of 15 pi, heated at 60°C 

10 for 5 minutes, and cooled down to 42°C. Four pi of 5x AMV-Reverse 
Transcriptase (RT) buffer and 1 pi of AMV-RT (25 U/pl, Boehringer) were 
added,, and the reaction was performed at 42''G for 2 h. The PGR reaction 
was performed in a final volume of 50 pi, using 3.5 pi of the reverse 
transcription reaction, dNTPs (200 pM each final), MgCI2 (2 mM final), Taq or 

15 Tfi polymerase (Promega) and ofigonucleotides specific for the mouse MFG- 
E8 CDNA (500 nM each final). The mixture was heated at 94''C for 5 minutes, 
submitted to 35 cycles of (94°C 30 Secondes, 53°C 30 secondes, 72°G 45 
secondes), and finally to 72°C for 2 minutes. As a control, a similar PGR 
reaction was set up with oligonucleotides specific for the mouse actin cDNA, 

20 and submitted to 25 cycles of (94°G 30 secondes, 55°G 30 secondes and 72^ 
30 secondes). Twenty pi of the PGR reactions were run on a 1 % agarose gel 
containing ethidium bromide, and obsen/ed under UV Illumination. The band 
amplified were of 830 bp for MFG-E8, and 800 bp for actin. 

Expression of the gene coding for MFG-E8 was analyzed by RT-PGR in 

25 different murine cell lines: D1 (dendritic cell line), J774 (macrophage cell fine), 
P815 (mastocytoma), and TS/A (mammary adenocarcinoma). D1 were used 
either in their immature state, or after 24 h treatment in the presence of LPS, 
that Induces their maturation. Expression of MFG-E8 was detected only in 
immature D1 ceils and in the TS/A mammary carcinoma: neither mature D1 

30 cells, nor macrophages or mastocytoma expressed MFG-E8. The good quality 
of the cDNAs was shown by the amplification of an actin band from all the 
samples. 
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3. Lactadherin expression in mouse and human DCs and DC-derived 
exosomes - Production of antibodies 

In this example, antibodies directed against human or mouse 
lactadherin have been prepared. These antibodies have been used to monitor 
the presence and expression of lactadherin in mouse and human DC and DC- 
derived exosomes. These antibodies can also be used to inhibit the 
interaction between particulate antigens and DCs. 

Three different rabbit anti-sera were raised against human and mouse 
lactadherin peptides. The peptides, synthesized artificially, comprise the RGD 
domain of lactadherin, and have the following sequence: 

- CLVTLDTQRGDIFTEY (residues 79 to 94 of SEQ ID NO: 4) for the 
RGD domain of mouse lactadherin. This peptide was used to produce 
serum A. 

- CEEISQEVRGDVFPSY (residues 38 to 53 of SEQ ID NO: 1) for the 
RGD domain of human lactadherin. This peptide was used to produce serum 
B. 

- a mixture of three peptides homologous in mouse and human 
lactadherin CEYLKTFKVAYSLLDG (residues 153 to 166 of SEQ ID NO: V, 
CVTGIITQGARDFG (residues 299 to 311 of SEQ ID NO: 1) and 20 LPVS 
TLRL (residues 370 to 387 of SEQ ID NO: 1). These peptides were used to 
produce serum C. 

The rabbits reacted to all peptides, except the last one. 

Serum A reacted very strongly with a unique band of 50-55 kDa when 
exosomes from immature D1 cells or from fresh bone marrow-derived DCs 
were analyzed by western blot (figure 3, left panels). Reactivity was barely 
detectable on whole D1 cell lysates, but could be evidenced when isolated 
membranes were used (figure 3, right panel). Equal protein amounts, 2 or 
6 MQ/lane, were deposited and the quality of the deposits was evaluated using 
an anti-annexin II antibodies in parallel (figure 3, lower panel). 

A FACscan analysis assay based on the chemical cross linking of 
exosomes to activated latex beads was used to detect lactadherin on DC- 
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derived exosomes. Antimouse lactadherin antibodies (serum A), but not the 
corresponding pre-immune serum, also reacted with exosome-coated latex 
beads (figure 4). 

Antibodies directed to MHC class I (HC10) and H (IBS) molecules 
5 reacted with human DC-derived exosome-coated beads, but not with control 
FCS-coated ones (figure 4). Likewise, two anti-human lactadherin monoclonal 
antibodies MC3 and MC8 also bind exosome- but not FCS- coated beads. 
Similar results were obtained using polyclonal antibodies to lactadherin (serum 
B), which, in contrast to the corresponding pre-immune semm, also bind to 
10 exosomes (figure 5). 

These results clearly show that both murine and human DC-derived 
exosomes bear lactadherin. The peptides and antibodies disclosed in this 
example can be used in other methods of this invention. 

15 

4. Construction of a variant of human lactadherin lacking a functional 
integrin binding site. 

This example discloses a method for the construction of variants of 

20 lactadherin lacking a functional integrin binding site. The variants obtained are 
essentially incapable of binding to integrin, more specifically to integrin avpS. 
Said variants therefore do not efficiently bind dendritic cells, more particularly 
human dendritic cells, especially human immature dendritic cells. More 
preferably, these variants retain the ability to bind phospholipids, in particular 

25 phosphatidyl serine. These molecules indeed represent competitors of 
naturally occumng lactadherin for the binding of particulate antigens, such as 
apoptotic bodies or vesicles, and interfere with the development of an immune 
response, especially with the cross-priming of antigens. 



A nucleic acid construct is provided comprising the sequence encoding 
human lactadherin as depicted in SEQ ID NO: 1 or at least amino acid 
residues 24-387 of said sequence, corresponding to the mature protein. Such 



30 



The variants of lactadherin lacking a functional integrin binding site are 
constructed according to the following method. 
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a sequence is represented on SEQ ID NO:2, for instance. Obviously, variants 
of said sequence can also be used as the starting material. Such a construct, 
generally a plasmid, is replicated in a competent host cell, in order to produce 
suitable quantities of nucleic acid. The nucleic acid is then treated in order to 
render non-functional the integrin binding site of lactadherin for which it codes. 
In this respect, the integrin binding site lies essentially in the N-terminal part of 
the protein, more particularly in the amino acid residues Arg Gly Asp at 
position 46-48 of SEQ ID NO:1 . 

In a particular example, the nucleic acid is treated by deletion of all or 
part of the sequence encoding amino acid residues 1 to 100 of SEQ ID NO:1, 
said deletion rendering the protein incapable of binding integrin avps. Even 
more preferably, the nucleic acid is treated by deletion of all or part of the 
sequence encoding amino acid residues 1 to 100 of SEQ ID NO: 1, said 
deletion comprising at least all or part of the sequence encoding the amino 
acid residues Arg Gly Asp at position 46-48 of SEQ ID NO:1. Preferred 
examples of variants comprise a deletion of amino acid residues 46-48, 45-49, 
40-50 or 35-55 of SEQ ID NO:1 , optionally in combination with a deletion of the 
amino acid residues 1-23 representing the secretion signal. The deletion can 
be performed by various means. In particular, the deletion is performed by 
treatment of the nucleic acid with a restriction enzyme which cleaves said 
nucleic acid in the appropriate region (including at artificially created restriction 
sites), optionally followed by digestion of the fragments with exonucleases 
andlor ligation of the resulting fragments. 

In another particular example, the nucleic acid is treated by mutation(s) 
in all or part of the sequence encoding amino acid residues 1 to 100 of SEQ ID 
NO:1, said mutation(s) rendering the protein incapable of binding integrin 
avp5. Even more preferably, the nucleic acid is treated by mutation(s) in all or 
part of the sequence encoding amino acid residues 1 to 100 of SEQ ID NO:1, 
said part comprising at least all or part of the sequence encoding the amino 
acid residues Arg Gly Asp at position 46-48 of SEQ ID NO:1. Preferred 
examples of variants comprise at least a mutation of one amino acid selected 
from the amino acid residues Arg Gly Asp at position 46-48 of SEQ ID NO:1. 
The mutation can be carded out by various means, including site-directed 
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mutagenesis, amplification with mutated primers, nucleic acid synthesis and 
cloning, etc. The mutation can lead to the suppression of one single amino 
acid residue or to its replacement by another conservative or non-consen/ative 
amino acid residue. 

5 Once they are prepared, the structure of the nucleic acids is verified by 

digestion and/or sequencing. The resulting nucleic acids are then expressed 
in a host cell, for instance a bacteria, a yeast cell or a mammalian cell, and the 
variants thereby produced are recovered. 

Particular variants of the present invention are: 

10 - a protein comprising amino acid residues 49-387 of SEQ ID NO:1 ; 

- a protein of SEQ ID NO:1 with a deletion of amino acid residues 46-48; 

- a protein of SEQ ID NO:1 with a deletion of amino acid residues 1-23 
and 46-48; 

-a protein comprising amino acids 23-387 of SEQ ID NO:1 with a 
15 mutation in amino acid residue Arg at position 46; 

- a protein comprising amino acids 23-387 of SEQ ID NO:1 with a 
mutation in amino acid residue Gly at position 47; 

- a protein comprising amino acids 23-387 of SEQ ID N0:1 with a 
mutation in amino acid residue Asp at position 48; 

20 

5. Construction of a variant of human lactadherin lacking a functional 
Phosphatidyl serine binding site 



This example discloses a method for the construction of variants 
25 of lactadherin lacking a functional Phosphatidyl Serine (PS) binding site. The 
variants obtained are essentially incapable of binding to PS and therefore do 
not efficiently bind particulate antigens, such as apoptotic bodies or vesicles. 
On the other hand, said variants advantageously retain the ability of 
lactadherin to bind dendritic cells, more particularly human dendritic cells, 
30 especially human immature dendritic cells. Accordingly, these molecules 
represent competitors of naturally-occuring lactadherin for the binding of 
dendritic cells thereby interfering with the development of an immune 
response, especially with the cross-priming of antigens. These variants can 
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also be used to deliver molecules to dendritic cells, in particular to facilitate 
(i.e., enhance) the uptake (e.g., the phagocytosis) of molecules by dendritic 
cells, in vitro, ex vivo or in vivo. 

The variants of lactadherin lacking a functional PS binding site are 
constructed according to the following method. 

A nucleic acid construct is provided comprising the sequence encoding 
human lactadherin as depicted in SEQ ID NO: 1, as disclosed in example 4. 
The nucleic acid is then treated in order to render non-functional the PS 
binding site of lactadherin for which it codes. In this respect, the PS binding 
site lies essentially in the C-terminal part of the protein, more particularly In the 
amino acid residues 242 to 387 of SEQ ID N0:1, even more preferably in the 
amino acid residues 350-387 of SEQ ID NO:1. 

In a particular example, the nucleic acid is treated by deletion of all or 
part of the sequence encoding amino acid residues 242 to 387 of SEQ ID 
N0:1, more preferably comprising at least the amino acid residues 360-387 of 
SEQ ID NO:1, said deletion rendering the protein incapable of binding PS. 
The deletion can be performed by various means, in particular, the deletion is 
performed by treatment of the nucleic acid with a restriction enzyme which 
cleaves said nucleic acid in the appropriate region (including at artificially 
created restriction sites), optionally followed by digestion of the fragments with 
exonucleases and/or ligation of the resulting fragments. 

In another particular example, the nucleic acid is treated by mutation(s) 
in all or part of the sequence encoding amino acid residues 242 to 387 of SEQ 
ID N0:1, more preferably at least in the sequence encoding the amino acid, 
residues 360-387 of SEQ ID NO:1, said mutation(s) rendering the protein 
incapable of binding PS. The mutation can be carried out by various means, 
including site-directed mutagenesis, amplification with mutated primers, nucleic 
acid synthesis and cloning, etc. 

Once they are prepared, the structure of the nucleic acids is verified, by 
digestion and/or sequencing. The resulting nucleic acids are then expressed 
in a host cell, for instance a bacteria, a yeast cell, an insect cell or a 
mammalian cell, and the variants thereby produced are recovered. 
Particular variants of the present invention are; 
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- a protein comprising amino acid residues 1 to 242 of SEQ ID NO:1; 

- a protein comprising amino acid residues 24 to 242 of SEQ ID NO: 1; 

- a protein of SEQ ID NO:1 with a deletion of amino acid residues 360- 

387; 

5 - a protein of SEQ ID NO:1 with a mutation In one or several amino acid 

residues of the sequence 360-387. 
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CLAIMS 



1 . The use of lactadherin or a variant thereof, for the preparation of a 
composition for regulating the innmune response. 

5 2. The use according to claim 1, for the inhibition of the cross-priming 

of antigens. 

3. The use according to claim 2, of a variant of lactadherin lacking a 
functional phospolipid binding site and/or a functional integrin binding site. 

10 

4. The use according to claim 1, for the stimulation of the phagocytosis 
of antigens by dendritic cells. 

5. The use according to claim 1, for the stimulation of the cross-priming 
15 of antigens. 

6. The use of lactadherin or a variant thereof, for the preparation of a 
composition for the delivery of a molecule to a dendritic cell. 

20 7. The use according to any one of the preceding claims, wherein the 

lactadherin or variant thereof is human lactadherin or a variant thereof. 



association with a molecule. 

25 

9. The composition of claim 8, wherein said molecule is covalently 
associated to the lactadherin or variant thereof. 

10. The composition of claim 8, comprising a liposome. 



8. 



A composition comprising lactadherin or a variant thereof in 



30 



11. An immunogenic composition comprising lactadherin or a variant 
thereof in association with an antigen. 
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12. A variant of lactadherin, wherein said variant lacks a functional 
phospholipid binding site and/or a functional integrin binding site. 

13. A chimeric protein comprising lactadherin or a variant thereof 
5 fused to a polypeptide. 

14. A nucleic acid encoding a protein as defined in claim 13, 

15. A liposome comprising a recombinant lactadherin or variant 
10 thereof. 

16. A composition comprising a variant of lactadherin according to 
claim 12 or a chimeric protein according to claim 13 or a liposome according to 
claim 15. 

17. The composition of claim 11. wherein the antigen is a protein, 
polypeptide, peptide, virus or bacteria. 

18. A recombinant virus expressing lactadherin as a surface 
20 molecule. 



19. A recombinant cell expressing lactadherin as a surface molecule. 
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SEQUENCE LISTING 

<110> INSERM 

INSTITUT CURIE 
CNRS 

<120> Compositions and Methods using Lactadherin or Variants 
thereof 

<130> Lactadherin 

<140> 
<141> 

<160> 6 

<170> Patentin Ver. 2.1 

<210> 1 

<211> 1934 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (61) . . (1224) 

<400> 1 

agaaccccgc ggggtctgag cagcccagcg tgcccattcc agcgcccgcg tccccgcagc 60 

atg ccg cgc ccc cgc ctg ctg gcc gcg ctg tgc ggc gcg ctg etc tgc 108 
Met Pro Arg Pro Arg Leu Leu Ala Ala Leu Cys Gly Ala Leu Leu Cys 
15 10 15 

gcc ccc age etc etc gtc gee ctg gat ate tgt tec aaa aac ccc tgc 156 
Ala Pro Ser Leu Leu Val Ala Leu Asp He Cys Ser Lys Asn Pro Cys 
20 25 30 

cac aac ggt ggt tta tgc gag gag att tee caa gaa gtg cga gga gat 204 
His Asn Gly Gly Leu Cys Glu Glu He Ser Gin Giu Val Arg Gly Asp 
35 40 45 

gtc rtc ccc teg tac acc tgc acg tgc ctt aag ggc tac gcg ggc aac 252 
Vai ?he Pro Ser Tyr Thr Cys Thr Cys Leu Lys Gly Tyr Ala Gly Asn 
50 55 60 

cac zgc gag acg aaa tgt gtc gag cea ctg ggc arg gag aat ggg aac 300 
His Cys Glu Thr Lys Cys Val Glu Pro Leu Gly Met Giu Asn Gly Asn 



1 
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65 70 75 



80 



att gcc aac tea cag ate gcc gcc tea tct gtg cgt gtg acc ttc ttg 348 
lie Ala Asn Ser Gin He Ala Ala Ser Ser Val Arg Val Thr Phe Leu 
85 90 95 

ggt ttg cag cat tgg gtc ccg gag ctg gcc cgc ctg aac cgc gca ggc 396 
Gly Leu Gin His Trp Val Pro Glu Leu Ala Arg Leu Asn Arg Ala Gly 
100 105 110 

atg gtc aat gee tgg aca ccc age age aat gac gat aac cec tgg ate 444 
Met Val Asn Ala Trp Thr Pro Ser Ser Asn Asp Asp Asn Pro Trp He 

120 125 

cag gtg aac ctg ctg egg agg atg tgg gta aca ggt gtg gtg acg cag 492 
Gin Val Asn Leu Leu Arg Arg Met Trp Val Thr Gly Val Val Thr Gin 
130 135 140 

ggt gee age cgc ttg gee agt cat gag tae ctg aag gcc ttc aag gtg 540 
Gly Ala Ser Arg Leu Ala Ser His Glu Tyr Leu Lys Ala Phe Lys Val 
145 150 155 160 

gcc tae age ctt aat gga cac gaa ttc gat ttc ate cat gat gtt aat 588 
Ala Tyr Ser Leu Asn Gly His Glu Phe Asp Phe He His Asp Val Asn 
165 170 175 

aaa aaa cac aag gag ttt gtg ggt aac tgg aac aaa aac geg gtg eat 636 
Lys Lys His Lys Glu Phe Val Gly Asn Trp Asn Lys Asn Ala Val His 
18C 185 190 

gtc aac ctg ttt gag acc ect gtg gag get cag tae gtg aga ttg tae 684 
Val Asn Leu Phe Glu Thr Pro Val Glu Ala Gin Tyr Val Arg Leu Tyr 
195 200 205 

cec acg age tgc cac acg gcc tge act ctg cgc ttt gag eta ctg ggc 732 
Pro Thr Ser Cys His Thr Ala Cys Thr Leu Arg Phe Glu Leu Leu Gly 
210 215 220 

tgt gag ctg aac gga tgc gcc aat ccc ctg ggc ctg aag aat aac age 780 
Cys Glu Leu Asn Gly Cys Ala Asn Pro Leu Gly Leu Lys Asn Asn Ser 

230 235 240 



ate cct gac aag cag acc acg gcc rcc age age tae aag acc tgg ggc 
He Pro Asp Lys Gin He Thr Ala Ser Ser Ser Tyr Lys Thr Trp Gly 
245 250 255 



tta 



:az etc t-c age tgg aac cec tec tat gea egg ctg gac aag cag 



828 



Leu His Leu Phe Ser Trp Asn Pro Se: 



:yr Ala Arg Leu Asp Lys Gin 
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260 265 270 

ggc aac ttc aac gcc tgg gtt gcg ggg age tac ggt aac gat cag tgg 924 
Gly Asn Phe Asn Ala Trp Val Ala Gly Ser Tyr Gly Asn Asp Gin Trp 
275 280 285 

ctg cag gtg gac ctg ggc tec teg aag gag gtg aca ggc ate ate ace 972 
Leu Gin Val Asp Leu Gly Ser Ser Lys Glu Val Thr Gly lie lie Thr 
290 295 300 

eag ggg gcc cgt aac ttt ggc tct gtc cag ttt gtg gea tec tac aag 1020 
Gin Gly Ala Arg Asn Phe Gly Ser Val Gin Phe Val Ala Ser Tyr Lys 
305 310 315 320 

gtt gcc tac agt aat gac agt gcg aac tgg act gag tac cag gac ccc 1068 
Val Ala Tyr Ser Asn Asp Ser Ala Asn Trp Thr Glu Tyr Gin Asp Pro 
325 330 335 

agg act ggc age agt aag ate ttc cet ggc aac tgg gac aac eac tec 1116 
Arg Thr Gly Ser Ser Lys lie Phe Pro Gly Asn Trp Asp Asn His Ser 
340 345 350 

eac aag aag aac ttg ttt gag acg ccc ate ctg get ege tat gtg cgc 1164 
His Lys Lys Asn Leu Phe Glu Thr Pro lie Leu Ala Arg Tyr Val Arg 
355 360 365 

ate ctg cet gta gcc tgg eac aac cgc ate gee ctg cgc ctg gag ctg 1212 
lie Leu Pro Val Ala Trp His Asn Arg lie Ala Leu Arg Leu Glu Leu 
370 375 380 

ctg ggc tgt tag tggccacctg ceacccecag gtctteetge tttccatggg 1264 

Leu Gly Cys 

385 

cccgccgcct cttggcttct cagcecettt aaatcaceat agggetgggg actggggaag 1324 
gggacggtgt tcagaggcag eaccaecaca cagtcacccc tccctceetc tttcccaccc 1384 
tccacctctc acgggccctg ccccagcccc taagccccgt eccctaacce ccagtectea 1444 
etgtcctgtt ttcttaggca ctgagggatc tgagtaggtc tgggatggac aggaaagggc 1504 
aaag-agggc gtgtggtttc cctgcccctg tccggaecge egatcccagg tgcgtgtgtc 1564 
tctg-ctctc ctagcccctc tctcacacat caeattecca tggrggcctc aagaaaggcc 1624 
cggaagcccc acgctggaga taacagcetc ttgcccgtcg gccctgcgtc ggccctgggg 1684 
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taccatgtgc cacaactgct gtggccccct gtccccaaga cacttcccct tgtctccctg 1744 

gttgcctctc ttgccccttg tcctgaagcc cagcgacaca gaagggggtg gggcgggtct 1804 

atggggagaa agggagcgag gtcagaggag ccggcatggg ttggcagggt gggcgtttgg 1864 

ggccctcatg ctggcttttc accccagagg acacaggcag cttccaaaat atatttatct 1924 

tcttcacggg 1934 



<210> 2 
<211> 387 
<212> PRT 

<213> Homo sapiens 
<400> 2 

Met Pro Arg Pro Arg Leu Leu Ala Ala Leu Cys Gly Ala Leu Leu Cys 

15 10 15 

Ala Pro Ser Leu Leu Val Ala Leu Asp lie Cys Ser Lys Asn Pro Cys 

20 25 30 

His Asn Gly Gly Leu Cys Glu Glu lie Ser Gin Giu Val Arg Gly Asp 

35 40 45 

Val Phe Pro Ser Tyr Thr Cys Thr Cys Leu Lys Gly Tyr Ala Gly Asn 

50 55 60 

His Cys Glu Thr Lys Cys Val Glu Pro Leu Gly Met Glu Asn Gly Asn 
65 70 75 80 

lie Ala Asn Ser Gin He Ala Ala Ser Ser Val Arg Val Thr Phe Leu 

85 90 95 

Gly Leu Gin His Trp Val Pro Glu Leu Ala Arg Leu Asn Arg Ala Gly 

100 105 110 

Met Val Asn Ala Trp Thr Pro Ser Ser Asn Asp Asp Asn Pro Trp He 

115 120 125 

Gin Val Asn Leu Leu Arg Arg Met Trp Val Thr Gly Val Val Thr Gin 

130 135 140 

Gly Ala Ser Arg Leu Ala Ser His Glu Tyr Leu Lys Ala Phe Lys Val 
145 150 155 160 

Ala Tyr Ser Leu Asn Gly His Glu Phe Asp Phe He His Asp Val Asn 

165 170 175 

Lys Lys His Lys Glu Phe Val Gly Asn Trp Asn Lys Asn Ala Val His 

180 185 190 

Val Asn Leu Phe Glu Thr Pro Val Glu Ala Gin Tyr Val Arg Leu Tyr 

195 200 205 

Pro Thr Ser Cys His Thr Ala Cys Thr Leu Arg Phe Glu Leu Leu Gly 

210 215 220 

Cys 31u Leu Asn Gly Cys Ala Asn Pro Leu Gly Leu Lys Asn Asn Ser 
225 230 235 240 

He rrc Asp Lys Gin He Thr Ala Ser Ser Ser Tyr Lys Thr Trp Gly 
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245 250 255 

Leu His Leu Phe Ser Trp Asn Pro Ser Tyr Ala Arg Leu Asp Lys Gin 

260 265 270 

Gly Asn Phe Asn Ala Trp Val Ala Gly Ser Tyr Gly Asn Asp Gin Trp 

275 280 285 

Leu Gin Val Asp Leu Gly Ser Ser Lys Glu Val Thr Gly lie lie Thr 

290 295 300 

Gin Gly Ala Arg Asn Phe Gly Ser Val Gin Phe Val Ala Ser Tyr Lys 
305 310 315 320 

Val Ala Tyr Ser Asn Asp Ser Ala Asn Trp Thr Glu Tyr Gin Asp Pro 

325 330 335 

Arg Thr Gly Ser Ser Lys He Phe Pro Gly Asn Trp Asp Asn His Ser 

340 345 350 

His Lys Lys Asn Leu Phe Glu Thr Pro He Leu Ala Arg Tyr Val Arg 

355 360 365 

He Leu Pro Val Ala Trp His Asn Arg lie Ala Leu Arg Leu Glu Leu 

370 375 380 

Leu Gly Cys 
385 



<210> 3 
<211> 2077 
<212> DNA 
<213> mammalian 

<220> 

<221> CDS 

<222> (46) . . (1434) 

<400> 3 

gaattccgca tcagagcgcg tggacctttt cccgcgtccc gcagc atg cag gtc tec 57 

Met Gin Val Ser 
1 

cgt gtg ctg gcc gcg ctg tgc ggc atg eta etc tgc gee tet ggc etc 105 
Arg Val Leu Ala Ala Leu Cys Gly Met Leu Leu Cys Ala Ser Gly Leu 
S 10 15 20 

ttc gee gcg tct ggt gac tte tgt gac tec age ctg tgc ctg aac ggt 153 
Phe Ala Ala Ser Gly Asp Phe Cys Asp Ser Ser Leu Cys Leu Asn Gly 
25 30 35 

ggc ace tgc ttg acg ggc caa gac aat gac ate tac tgc etc tgc cct 201 
Gly Thr Cys Leu Thr Gly Gin Asp Asn Asp He Tyr Cys Leu Cys Pro 
40 45 50 
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gaa ggc ttc aca ggc ctt gtg tgc aat gag act gag aga gga cca tgc 249 

Glu Gly Phe Thr Gly Leu Val Cys Asn Glu Thr Glu Arg Gly Pro Cys 

55 60 65 

tec cca aac cct tgc tac aat gat gcc aaa tgt ctg gtg act ttg gac 297 

Ser Pro Asn Pro Cys Tyr Asn Asp Ala Lys Cys Leu Val Thr Leu Asp 

70 75 80 

aca cag cgt ggg gac ate ttc acc gaa tac ate tgc cag tgc cct gtg 345 

Thr Gin Arg Gly Asp lie Phe Thr Glu Tyr lie Cys Gin Cys Pro Val 
85 90 95 100 

ggc tac teg ggc ate eae tgt gaa acc gag acc aac tac tac aac ctg 393 

Gly Tyr Ser Gly He His Cys Glu Thr Glu Thr Asn Tyr Tyr Asn Leu 

105 110 115 

gat gga gaa tac atg ttc acc aca gcc gtc ccc aat act gcc gtc ccc 441 

Asp Gly Glu Tyr Met Phe Thr Thr Ala Val Pro Asn Thr Ala Val Pro 

120 125 130 

ace ecg gee ccc acc ccc gat ctt tec aac aac eta gee tec cgt tgt 489 

Thr Pro Ala Pro Thr Pro Asp Leu Ser Asn Asn Leu Ala Ser Arg Cys 

135 140 145 

tct aca cag c::g ggc atg gaa ggg ggc gcc att get gat tea cag att 537 

Ser Thr Gin Leu Gly Met Glu Gly Gly Ala He Ala Asp Ser Gin He 

150 155 160 

tec gcc teg tat gtg tat atg ggt ttc atg ggc ttg cag cgc tgg ggc 585 

Ser Ala Ser Tyr Val Tyr Met Gly Phe Met Gly Leu Gin Arg Trp Gly 
165 170 175 ISO 

ccg gag ctg get cgt ctg tac cgc aca ggg ate gtc aat gee tgg eae 633 

Pro Glu Leu Ala Arg Leu Tyr Arg Thr Gly He Val Asn Ala Trp His 

185 190 195 

gcc age aac -at gat age aag ccc tgg ate cag gtg aac ctt ctg egg 681 

Ala Ser Asn Tyr Asp Ser Lys Pro Trp He Gin Val Asn Leu Leu Arg 

200 205 210 

aag atg egg gza tea ggt gtg atg aeg cag ggt gee age cgt gcc ggg 725 

Lys MeL Arg Val Ser Gly Val Met Thr Gin Gly Ala Ser Arg Ala Gly 

215 220 225 

agg gcg gag zac ctg aag acc ttc aag gtg get tac age etc gac gga 777 

Arg Ala Glu Tyr Leu Lys Thr Phe Lys Val Ala Tyr Ser Leu Asp Gly 

230 235 . 240 
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cgc aag ttt 
Arg Lys Phe 
245 

aac 

Leu Gly Asn 



act ctg gag 
Thr Leu Glu 



ggc tgc acc 
Gly Cys Thr 
295 

etc gag ccc 
Leu Glu Pro 
310 

tea gcc tec 
Ser Ala Ser 
325 

tac ccc cac 
Tyr Pro His 



acg gcr cag 
Thr Ala Gin 



act cag agg 
Thr Gin Arg 
375 

ggc cac ate 
Gly His lie 
3SG 

ggt gtr cag 
Gly Val Gin 
405 

cag gcc aac 
Gin Gly Asn 



# 



gag ttc ate 
Glu Phe lie 
250 

ctg gae aac 
Leu Asp Asn 
265 

gca cag tac 
Ala Gin Tyr 
280 

etc cgc ttc 
Leu Arg Phe 

ctg ggc ctg 
Leu Gly Leu 



age age tac 
Ser Ser Tyr 
330 

ttg gga agg 
Leu Gly Arg 
345 

age aac agt 
Ser Asn Ser 
360 

caa gtg aca 
Gin Val Thr 



cag tat gtg 
Gin Tyr Val 



tgg act gta 
Trp Thr Val 
410 

ttg gae aac 
Leu Asp Asn 
425 



cag gat gaa 
Gin Asp Glu 

aac age ctg 
Asn Ser Leu 



ata agg ctg 
lie Arg Leu 
285 

gag etc ctg 
Glu Leu Leu 
300 

aag aat aac 
Lys Asn Asn 
315 

aag aca tgg 
Lys Thr Trp 

ctg gat aat 
Leu Asp Asn 

gcc aag gaa 
Ala Lys Glu 
365 

gga ate ate 
Gly He He 
380 

gag tec tac 
Glu Ser Tyr 
395 

tat gag gag 
Tyr Glu Glu 



aac tec cac 
Asn Ser His 



age ggt gga 
Ser Gly Gly 
255 

aag gtt aac 
Lys Val Asn 
270 

tac cet gtt 
Tyr Pro Val 



ggc tgt gag 
Gly Cys Glu 



aca att cet 
Thr He Pro 
320 

aac ctg cgt 
Asn Leu Arg 
335 

cag ggc aag 
Gin Gly Lys 
350 

tgg ctg cag 
Trp Leu Gin 



acc cag ggg 
Thr Gin Gly 



aag gta gcc 
Lys Val Ala 
400 

caa gga age 
Gin Gly Ser 
415 

aag aag aac 
Lys Lys Asn 
430 




gae aag gag 
Asp Lys Glu 

atg ttc aac 
Met Phe Asn 
275 

teg tgc cac 
Ser Cys His 
290 

ttg cac gga 
Leu His Gly 
305 

gae age cag 
Asp Ser Gin 



get ttt ggc 
Ala Phe Gly 

ate aat gcc 
He Asn Ala 
355 

gtt gae ctg 
Val Asp Leu 
370 

gee cgt gae 
Ala Arg Asp 
385 

cac agt gat 
His Ser Asp 

age aag gtc 
Ser Lys Val 



ate ttc gag 
He Phe Glu 
435 
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ttt 825 

Phe 

260 

ccg 873 
Pro 



cgc 921 
Arg 



tgt 969 
Cys 



atg 1017 
Met 



tgg 1065 

Trp 

340 

tgg 1113 
Trp 



ggc 1161 
Gly 



ttt 1209 
Phe 



gat 1257 
Asp 



ttc 1305 

Phe 

420 

aaa 1353 
Lys 



7 
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ccc ttc atg get cgc tac gtg cgt gtc ctt cca gtg tec tgg cat aac 1401 

Pro Phe Met Ala Arg Tyr Val Arg Val Leu Pro Val Ser Trp His Asn 

440 445 450 

cgc ate ace ctg cgc etg gag etg etg ggc tgt taatgetcag tcctgceagc 1454 
Arg lie Thr Leu Arg Leu Glu Leu Leu Gly Cys 
455 460 

ccaaaegatg aggatggeca gaggetgagg ggcctcctgg ccctgcctcc caggccctgc 1514 

tgcettctgt ggctgacgae cttctcggee ttecctcctg attgtactgg ggctggaggc 1574 

aggaagggcc aggggatttc agagttgcce ttcacccttt ccctcaccet gcagceccca 1634 

eaggcctcct gctagcceec ttctetcagg cattctgggg gagttggaca ggtetgagat 1694 

gaatagagaa gaagagtgaa gttggggtat gtgggctatc tgtaccaacc accccaagte 1754 

ctaaacttec tgccagggct tgactcagga ctgaagggag cccctgactg cccatccetc 1814 

tctgcaeaec acaeattcct ceatgtteea ttccgggaag gagaggccca egtccgcttg 1874 

ctgteccttg ggtcaceagg tcctgcetec tatctcctga gacgcctctt gacccttgca 1934 

ctggagcctc agttgacaag gagactggcg ggtctggaga ggtcggtggc tctgggtggt 1994 

tgacaggttg getgtgggac ctctgctgge ttgctaccea agttaacaag cagattccaa 2054 

aataeattcg tgttetccae tgg 2077 



<210> 4 
<211> 463 
<212> PRT 
<213> mammalian 

<400> 4 

Met Gin Val Ser Arg Val Leu Ala Ala Leu Cys Gly Met Leu Leu Cys 
i 5 10 15 

Ala Ser Gly Leu Phe Ala Ala Ser Gly Asp Phe Cys Asp Ser Ser Leu 
20 25 30 

Cys Leu Asn Gly Gly Thr Cys Leu Thr Gly Gin Asp Asn Asp lie Tyr 
35 40 45 

Cys Leu Cys Pro Glu Gly Phe Thr Gly Leu Val Cys Asn Glu Thr Glu 

55 60 
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Arg Gly Pro Cys Ser Pro Asn Pro Cys Tyr Asn Asp Ala Lys Cys Leu 

70 75 80 

Val Thr Leu Asp Thr Gin Arg Gly Asp He Phe Thr Glu Tyr He Cys 
85 90 95 

Gin Cys Pro Val Gly Tyr Ser Gly He His Cys Glu Thr Glu Thr Asn 
100 105 110 

Tyr Tyr Asn Leu Asp Gly Glu Tyr Met Phe Thr Thr Ala Val Pro Asn 
115 120 125 

Thr Ala Val Pro Thr Pro Ala Pro Thr Pro Asp Leu Ser Asn Asn Leu 
130 135 240 

Ala Ser Arg Cys Ser Thr Gin Leu Gly Met Glu Gly Gly Ala He Ala 

150 155 160 

Asp Ser Gin He Ser Ala Ser Tyr Val Tyr Met Gly Phe Met Gly Leu 
165 170 175 

Gin Arg Trp Gly Pro Glu Leu Ala Arg Leu Tyr Arg Thr Gly He Val 
180 185 190 

Asn Ala Trp His Ala Ser Asn Tyr Asp Ser Lys Pro Trp He Gin Val 
195 200 205 

Asn Leu Leu Arg Lys Met Arg Val Ser Gly Val Met Thr Gin Gly Ala 
210 215 220 

Ser Arg Ala Gly Arg Ala Glu Tyr Leu Lys Thr Phe Lys Val Ala Tyr 

230 235 240 

Ser Leu Asp Gly Arg Lys Phe Glu Phe He Gin Asp Glu Ser Gly Gly 
245 250 255 

Asp Lys Glu Phe Leu Gly Asn Leu Asp Asn Asn Ser Leu Lys Val Asn 
260 265 270 

Met Phe Asn Pro Thr Leu Glu Ala Gin Tyr He Arg Leu Tyr Pro Val 
275 280 285 

Ser Cys His Arg Gly Cys Thr Leu Arg Phe Glu Leu Leu Gly Cys Glu 
290 295 300 

Leu His Gly Cys Leu Glu Pro Leu Gly Leu Lys Asn Asn Thr He Pro 

310 315 320 
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Asp Ser Gin Met Ser Ala Ser Ser Ser Tyr Lys Thr Trp Asn Leu Arg 
325 330 335 

Ala Phe Gly Trp Tyr Pro His Leu Gly Arg Leu Asp Asn Gin Gly Lys 
340 345 350 

lie Asn Ala Trp Thr Ala Gin Ser Asn Ser Ala Lys Glu Trp Leu Gin 
355 360 365 

Val Asp Leu Gly Thr Gin Arg Gin Val Thr Gly lie He Thr Gin Gly 
370 375 380 

Ala Arg Asp Phe Gly His He Gin Tyr Val Glu Ser Tyr Lys Val Ala 

390 395 400 

His Ser Asp Asp Gly Val Gin Trp Thr Val Tyr Glu Glu Gin Gly Ser 
405 410 415 

Ser Lys Val Phe Gin Gly Asn Leu Asp Asn Asn Ser His Lys Lys Asn 
420 425 430 

He Phe Glu Lys Pro Phe Met Ala Arg Tyr Val Arg Val Leu Pro Val 
435 440 445 

Ser Trp His Asn Arg He Thr Leu Arg Leu Glu Leu Leu Gly Cys 
450 455 460 



<210> 5 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : oligonucleotide 
<400> 5 

atgctactct gcgcctctg 



<210> 6 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence : oligonucleotide 

<400> 6 

gtcttgtagc tgctggagg 19 
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